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(54) Title: ANTIBODY AGAINST ^-AMYLOID OR DERIVATIVE THEREOF AND USE THEREOF 

(54) ^^ECD^W^ ^-n a V'iftff±^ommi!^vcm't^iKi^i'-xt]^^€>m^ 
(57) Abstract 

Novel antibodies useful because of having the binding specificity for ^-amyloid or derivatives thereof with 
/?-amyloid acting as an immunogen, or monoclonal antibodies which recognize the N-terminus, C-terminus and central 
portion, respectively, of ^-amyloid. The combination of these antibodies provides an assay method whereby 0- 
amyloid can be specifically determined with a high sensitivity. This method is useful for diagnosing diseases in 
which /?-amyloid or a derivative thereof participates, such as Alzheimer's disease, and the antibodies are useful for 
developing preventive or ther^eutic agents for Alzheimer's disease. 
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m m m 

^ p-f Ktul^'f^SfiS (Amyloid Precursor Protein : i^Ts AP P t 

[jS-T^n^K(l-38)] iS^lJ#-^ : 1 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s-As p-S e r-G 1 y-Ty r - 
Glu-Val-His-His-Gln-Lys-Leu-Val-Phe-Phe- 
Ala-Glu-Asp-Val-Gly-Ser-Asn-Lys-Gly-Ala- 
1 1 e-II e-G 1 y-Leu-Me t-Va 1 -Gl y-Gl y 
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[ /3 -r ^ n ^ K ( 1 - 3 9 ) ] ia^lJ#-^ : 2 
As p-A 1 a-G 1 u-Phe-Ar g-Hi s-Asp-S e r-G 1 y-Ty r- 
Glu-Val-His-His-Gln-Lys-Leu-Val-Phe-Phe- 
Al a-G 1 u-As p-Va 1-G 1 y-S e r-Asn-Ly s-G 1 y-Al a- 
1 1 e-1 1 e-G 1 y-Leu-Me t-Va 1-Gl y-Gl y-Va 1 
[jS-r^n-TF (1-40)] iE^iJ#-^ : 3 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s -As p-S e r-G 1 y-Ty r- 
Glu-Val-His-His-Gln-Lys-Leu-Val-Phe-Phe- 
Al a-Glu-As p-Va 1-Gl y-Ser-Asn-Lys-Gl y-Al a- 
Ile-I 1 e-G 1 y-Leu-Me t-Val-Gly-Gly-Val-Val 
[]3-r^nH'K(l-41)] iE^iJ#^ : 4 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s-As p-S e r-G 1 y-Ty r- 
Glu-Val-His-His-Gln-Lys-Leu-Val-Phe-Phe- 
Al a-G lu-As p-Va I-Gl y-S er-Asn-Lys-Gl y-Al a- 
I 1 e-I 1 e-G 1 y-Leu-Me t-Va 1-Gl y-Gl y-Va 1-Va 1- 
Ile 

C^-T^n^K (1-42) 3 iH^iJ#-t : 5 
As p-A 1 a-G 1 u-Ph e-Ar g-Hi s-As p-S e r-G 1 y-Ty r- 
Gl u-Va 1-Hi s-Hi s-G 1 n-Ly s-Leu-Va 1-Phe-Phe- 
Ala-Glu-Asp-Val-Gly-Ser-Asn-Lys-Gly-Ala- 
Ile-1 1 e-G 1 y-Leu-Me t-Va 1-Gl y-Gl y-Va 1-Va 1- 
Ile-Ala 

[^-T5D-fK(l-43)] ia^iJ#-^ : 6 
As p-A 1 a-G 1 u-Ph e-Ar g-H i s-As p-S e r-G 1 y-Ty r- 
Gl u-Va 1-Hi s-Hi s-G In-Lys-Leu-Va 1-Phe-Phe- 
Al a-G 1 u-As p-Va 1 -G 1 y-S er-As n-Ly s-G 1 y-Al a- 
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1 1 e-1 1 e-Gl y-Leu-Me t-Va 1-Gl y-Gl y-Va 1-Va 1- 
Ile-Ala-Thio 

ii^V^V^ (Nature, 359, 325-327, 1992)„ Z(D?. Seubei t b CO^IiJ^^ 

f^-T-^n^K (1-28) ^B^-T] i t SJSi" S ^ ^ 
V^5,o b^i^L?:?^^^. ^-r ^ n-f KcDC«§5. n-r K (2 9- 

39) , jS-T^n-TK (29-40) . jS-T^n-fK (29-41) . 
^-T'^n^K (2 9 -4 2) fe^V^(i j3-T ^ K (2 9 -4 3) Id 
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n4 K(l-16) ^^mmt UTi3-T ^ K(l-40) tKJt^-t ^ifO^^^ 
Mb#§::^{i, ItriiELfciP. Seubert :fe,^^tl§o bJ^^b 

ofc^^. ^(^^^:^^^ffiV^T. Seubert f>(D#^L/c 

\z.mm-t^:Lb\^^^) ^ iS-T^ K (1 - 2 8) t^^Km-f^^ 

^ii^Lfci!VN9#^{tJ^^V>, ^fc. ( 2 5 - 3 5) fi. 

;i5fB^$t^TV^S (B. A. Yankner et. al. Science, 250, 279-282, 19 
90). \.t^\.fi:-mh. fi-T^ti^Y (25-35) K^-t ^iKW^^U 

n-r K (1-2 8) ^S^S^S^-rS^ i^c?L(CiS-T^ K^]i^|g 

^ li-T 4 }r(Dfj:^^-Vt. ±mmW^ (^AlE) 

{^{i^-T5n^K (1-4 2) ;as^(ctt^U. -^Msk^iZit ^ -T ^ 
n-r K (1-4 0) ^S^fcefc*-r§ (T ^vt^ }i'T>^:t^<'^-) 



- 4 - 



wo 94/17197 



PCT/JP94/00089 



:t'7 ^ y ^ (Arch. Biochera. Biophys.) , 301, 41-53, 1993) 

0 t/c. /S-T5:n^K (1-42) . jS-T^o^K (26-42) . 
)S-T^n^K (26-43) . )S-T^n^K (34-42) J^eifOC 
ii^^P^^'^tf-^T'f^ K^^Si^c^oT, zk^ltt^^-T^ K (1-4 
0) ^Oit*§r#B< ^ i^'c^if^^^i^^tLTV^^ (^^-^;r^5x b y- 

(Biochemistry) , 32, 4693-4697, 1993) o r O J; 5 fS^^^ b . jS- 
T^n^K (1-40) ijS-T^n-^K (1-42) i: <:o^t^il^<^ 

T. Tjv)yy^^-^—m<D^m^noKit. z^-r^n^K (1-40) 

1 j3-T^n^ K (1-4 2) i: ^ii^^ < :^^SiJ^a-r § C i 
^ S'J ^ ife % # # i- § r i: ^ g 6^ i -f- S o 
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^hKmh< :i^mmmhnp-r ^h^k (25-35) . ^-t 

^a^K (35-43) . jS -T^a^K (1-40) t^XX^^-T 

K (1-16) ^^^l^iLT. ^ey ^u^-r/i-Ui^^m^ffMl^. 
:i^h^m^^i^^^:L tKXV . (1-28) t^S^ 

25-35) . jS-T^n-YK (35-43) ^ J^V^ p -T ^ u ^ V (1 
-4 0) UTiS-T^ K^fcJi^Ofl^^cD C^^g^SrB 

lif n--^/^^^, 'B^[|xL{*BA-27a. BS-8 5a*5J:0^ 

B C - 0 5 a ?rli3iLfCo -^-tlbO^-^. BS-8 5a*5j;U^BA-2 

^-fs p-r^u4 KcDNi^fP (yS-T^a^K (1-16) ) {c^fS 

BAN-0 5 2 a^cttJ^^BAN - 5 0 a i lE^^-^^ii § ;i i {^IJ: U . jS 

#5 C ir^s^^/i^ir^^ofco */c. B C- 0 5 a i B AN- 5 0 a t Sria 
^'a^t5^^fc:1^>- 5/^-:fe^i|iJ^^tl. /3-T5cr^K (1-40) 
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^mmo^^timmoi-oi-i^ /s-t^h^k (i-40) t^-r^ 
K (1-4 2) i!^^^^s^^^su^*-rsr ^^s-et K-Y 5/ 

f^^4ife^^#^Tt^ r t-e^b^c -r^^tJ-ib. BA-2 7aiBAN- 
05 2a*fcf^BAN-50a^ ^m^^t>^fc-^> K-T 5^ 
itp-r^u^C K (1-40) ^^ttlT^S^S j3-T ^ K (1-42) 
«:^mb^c^V^, ^fcB C - 0 5 a t BAN - 0 5 2 a ^fcfiBAN- 5 
0 a t ^ll^-^tJiirfcif-^- K-r i3 -T ^ nn' K (1-4 

2) ^MfflTt /3-T 5n-YK (1-40) f^^ffi L?^^V^, $ }C 
BS-8 5 a i:BAN-05 2a*fc{iBAN-5 0 at ^5|a^'^t>ii: 
fcf-^/ K-r ^y5=-^*&-e«jS-T 5: K (1-40) ^XU^p-T 
-f K (1-4 2) ^^ttSi-5>^i^^-et So VfcTi^oXs :^mm(D^y 

n^K (1-40) ^/s-r^n^K (1-42) t ^mmmi^^m^ 
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(5) i^m^^^^y ^ ^-i-^i^ui^-vh^^ (1) j'^v^L (4) mm(D 

(6) m (5) mmm^ey ^ u—T/i^^i^^m^ir^^^^y^v k--vipb 
IS. 

ii^mom^^-:^^ K{3:#M6^i-SJJ&-r5 B AN- 0 5 2 a -vm^^fl^ 

(8) SB^ij#-^: 7x^m^ti^r ^ /mmm^^-t^m^j^-<^'^v^^ 

(9) ^ (7) ^iiBtfecD^/ ^ -^yi^^ii^^^^-r^/N^ ::/y K--^ 

(1 0) n (8) mm(D^y ^ tt-i-7U^Pf^m^'r?>^^4:fv k- 

(1 2) irC^^s^y ^ ^-:^/^^^:#trfc2.B (1 1) ^tE«<D^^, 
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(13) m (12) mmm^ey ^ u^-r/i-ifii^^m^-r^^^^y^v k- 

(14) ^(1). ^(7). B(8) ^tzitm (11) mEm(DtfLi^ 
<^^*&. 

(1 5) m (1) JSIS4fe(D^^i!. ^ (7) ^fcft^ (8) 35fB^O^ 

(16) m (11) mm(Dmi^ m n) . m (?) t.rci^^ is) 

(1 7) T/^:y/^'1'■x'-^l^^o^if{c^v^^>tl2.m (14) ~ (i 6) m 

_b|5 ( 1 ) co0t. UV^Ii#fi, 

(18) iS -T 5 a ^ K^SgH^iJ#-^ : l , i5?ij#-^ : 2 . iS^iJ#^ : 3 . 
gS?lJ#-^ : 4. iS?lJ#-^ : 5 ^fc{iia^ij#-^ : 6 "r?^ $;rL?> T 5: y miH 

(19) jS-T 5: KOf|#^;iS iS^lJ#-^ : 5 "C^ ^ tl^ T ^ 7 M 

: 5 T^^nsT ^ y miB^ijom3#s~4 2#@or5 ymsH^ij^ 

Lfc-^-T'^^K. @a^iJ## : 5 T^$tL5.T 5 yM@H^ij0^4#S~4 

: 6 -e^^tuST ^ /mia^iJ^^b^l#S~ 1 6#SOT ^ / MIB^IJ 

1-5^7^^ K-Cfe5^ (1) :5te«c<^irE#. 
(2 0) j3-T 5 n-r K*fc(i^C0f|^#:oCii^tiJ<^§f5^-<^^ Kc^C 
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5^n&^^(DT ^ ymmm^^-r^Ui^^y'^ h^T^h^m (i) mmm 

'^}'^^mmLf£^^:it^^mti-^m n) . (i s) ?^.^vnl (2 o) 
(2 2) mmmmm-B- •■ s-vm^ti^r^ ymMm^^i-^^^j^-<:f 

^K^«i-^r (1) . ( 1 8 ) ?:^v^ b ( 2 1 ) il 

(2 3) irimmM^^ •■ dvm^ti^r^ ymmm^^i-^ui^-<y 

^^K^BIi-rsr (1) . (1 8) fj:V^-L (2 1) m 

±m (2) o^f^bv^^#«. 

K*5=J;t/ (*fc(i) iE^iJ#-§- : 3-^^^$tl5T ^ /^lE^iJ^^-rS 
(2 5) SE^iJ#-^ : ^ y^SH^iJIr^t-S K 

^mm-r^:it^!i0mtir^m (24) iiiB^o^^Tfe^So 

_h|5 (3) mi-t bV^m#{i. 

(2 6) ia^ij#-i- : 8 TS^nsr ^ /mSH^iJSr^-r5^5>-<7°^ 
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_hE (4) mi-t. \.\^mm\-t. 

(2 7) iH^iJ#-^ : SX^-^fl^T ^ ymMm^^-t^Wj^^'f'^V^ 

(2 8) r;vy^^y(-7-mm.^(Dm^m.m^m^\^-^-^fi^^-r^ti 

j3-T ^ K-tffeSm (2 7) ^tfiifeco^^fc^ j;tJ? 
(2 9) iE^iJ#^ : 1 X^^fl^r^ y MiB^iJtr^-rS /3-T 5 vl ^ F\ 

\^^h-^m'^h'fi>m (2 8) IifE4feco^^$:T-fc§„ 
_hfS (5) O0*bV^B1i«s 

(3 0) B A- 2 7 a -TfM^^tlS^ (24) ^fc« (2 5) :«lBicCD 
(31) BS-85a TM^^tlSM (26) lilBife(D^/ n--:?-/]^ 
(3 2) BC-0 5 a (2 7) t^\^\. (2 9) :«IBi^O 
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j:5^S^CffiV^btLSB (1) JfeV^b (5) :jQXX^m (18) f£ 

v^b (3 2) mmmoin^wmj^ 
±15 (6) <D0t. L\^^mmit. 

(3 4) m (3 0) mm^e/ ^ ^-i-^i^mi^^m^-r^^^'^y^v 
(3 5) m (3 1) mmm(o^y ^ ^—r^i^mi^^m^-r^^^^y'v k 
(3 6) ^(3 2) mmM<D^/ iJ^n-^yv^^c^M^-r^^N-Y^y k 

±fE (7) ^XU (8) CD^f ^ LV^B^i! UTf^. 
(3 7) i3-T ^ K^5@s^ij#-^ : @B?IJ#-^ : 2. ia^iJ#^ : 3. 
iH^iJ#-§- : 4. ga?lJ#-§' : 5 * {i@a?iJ#-i- : 6 $ tb^ T 5: y Mi2 
?iJ^^-r§-<^^ KT-fe^m (7) ^fcf* (8) lilB^O^/ 

(3 8) i3-T ? n-r KcOp^^;5S ia^iJ#-§- : 5 "C^ $ tLS T ^ / M 

: 5-e^$Hsr 5: y ^iE^ij(7)B3#g~4 2#g(Dr ^ yMlH^'J^ 
~4 2#S£DT^ y ^lE^iJ^^t-^^:/^ K-efos^ (7) ^fc(t (8) 

(3 9) i3-r ^ K*fcf*^oDBi##(>Dif^^ y^mmm^mm 

^&(^ (7) . (8) . (3 7) ^fcf^ (3 8) 
±IE (11) co^f ^ LV>M#i: LTf^. 

(4 0) )3-T ^ K;iSgE^iJ#-^ : l , iB^iJ#-^ : 2 . iB^iJ#-^ : 3 , 



- 12 - 



wo 94/17197 



PCT/JP94/00089 



(4 1) iS-r 5 K<^p^^^^s mn^-^ ■■ ^ 

Lfc^T'^K. @H^1J#-^ : 5 -e^^nsr 5 y miH^IJ(75^4#@~4 
2# g (7)T ^ /MiHi^iJ^^-r 5^-7^^ K^fcf* iB?iJ#-^ : 1 ~ia^J# 

: 6 -e^§nsr 5 y miH^iJd^^^ i#@~ 1 6#@(^t ^ ymia^'J 
^ fcfi^ 1 # g ~ 1 7 # @ (DT ^ y msB^iJ^^^^p bfcr 5 y mmm^^ 

ir^^:f^VVh^m (1.1) :^fEm<:o^#. 
(4 2) i3-T ^ K^fcJ^^cof|^^^s@a^ij#-^ : 1 ~ga^ij## : 

6-e*$n^r ^ y^iB?iJd^e>mi#S~i 6#@ or ^ y MiB^J^fc 
«Bi#g~i 7#gor ^ ymiH^iJ^^^^nufcT ^ yMis^J^Wi-^ 
-<:7^^KT-fc^^ (11) ^iiHifeofeifls, 

^ i i 6#@(dt^ y mia^'j^fcf^B i#i~ i 

7#gcoT ^ y miH^ij^^^^pbfcT^ /mMm-^^ir^^zff' kt&s 

0(11) 3S|S«fe(D^#:. 
(4 4) ^^;6SSE^iJ#-^ : 1 1 -t?^$tt^T ^ y^lH^iJ^^f 5-<:7'^ 

Y^mm-r^^Lf^m'^b-r^m (id. (4 o) /^v^L (4 3) ib 

(4 5) jS-T^n^ K^fc^^oM^^cof-^^ K-Y ^'^^^^ife^M 
^^{C J;§S»^CfflV^P>tb5m (11). (4 0) J^c^V^U (4 4) :SsE 

±IH (12) co^^*LV^B«i LTfi. 
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(46) BP-90a -Vm^ ^tl^^ (12) JgflSilcO^ 7 ^ n 
±fE (13) <D0^ LV^^#i LTf^. 

(4 7) m (4 6) mtm(o^ y ^ r2 ^i-jv^i^:tm±ir ^ k 

±tB (14) (D^^ LV^t^i^i LTfi. 

(4 8)B(i).^(7).m(8) ^fcf^B (11) mtmcompf 

±iE (15) mj-i^i.^^mmt L-xi-t^ 

(4 9) m#:_h{^^^^i:Lfc j3-r ? vt-fzi^^cDmrnm^ni-^ 

(5 0) ia?IJ#^ : 7^fc{:iia^lJ#-^ : 1 0 "C^^ti^ T ^ / Msa^ij^ 
^-r^U^^Zf^ K^m^-rS^f^^^^B AN- 0 5 2 a ^fc^B AN- 
5 0 a -tf^^^tuS^/ ^ n-'^/V^^^^T^fc^S (4 9) :^fBife(Z)^» 

(5 1) m.i^±\z^m^ti.fc p -r ^ u 4 }'lci^ir ^ifiW^^ ^xj^mm^t 
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^Mcp-r^ VKM-r^m.W-(D~:J7A^BA- 2 7 a, B S-8 5 

BAN-0 5 2 a*/c{^BAN-50 a T^^^tlS^y n-'^^V^ 
^-efoSm (4 9) JSfBic(7)^»fe, 

(5 2) m.i$i±i^^m^tvtc ^ -T ^ ^4 }'icM'r^in.i^^^-(jmMit 

^tltc^-r^ }^^\znir:6^i^(D-:^^^BA- 2 7a T^^^ttS 
^/ ^ n—i-;vmWVh y . fi;^^^B AN- 0 5 2 a ^fcftB AN- 5 

-e^^n^r ^i/MiB^ij^^-rs-^T'^K-efes^ (4 9) m^mo^-^ 

(5 3) ia^-htci^mbbfciS-r ^ K{^>^i-s^^*5J;u^^fi^t: 

$tL:rci3-r 5: n-Y Kfc^-r^^^co — :3^^SB S - 8 5 a 

^ n^-^7l'^#:-efe f , 'ftli;^^^B AN - 0 5 2 a ^fcflB AN - 5 
0 a -e^^§tL?)^y •:^7^^^T'fe »J . j3-r ^ K^^cfi-?: 

^|J#-^ : 2T^$n?)T^y^@a^iJ^W-r^-<:/^K. iS^iJ#-^ : 3T? 
^^tL^T ^ y^@B^iJ^Wi-S-<:7'^ K*$J;t^ (^/cti) iH?iJ#-^ : 5 
•Tf^^tuST ^ /MSE?iJ?r^i-5-<7^5" KTfeSm (4 9) JifB«<^^ 

(5 4) ©^±(c^^^bUfc/S-T^n^ K{::>t^i-§^^fc^ J: U?^li>fl: 
$ti.fc: i3-r 5: Kf:i*J-t-2)^f^(75— :fe-^SB C- 0 5 a -^n^^fi^ 
^ n— ^/i^^^-efc U , fl^;^^SB AN - 052 a^fc{tBAN-5 
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(4 9) mmmco'^Mmx^h^o 

±E (16) ^Z)0^LV^:^#i:L-C«. 

ifii^(D-:^i^m (11) mmm<Dm.^xhv . (1) mmm<^ 

w.i^'^fcnmmm^ •■ i ^v<itmnm^ - i o-vm^ti^r ^ /mm 

(5 6) ia?iJ#-^ : 7*fc{*ia^U#^ : 1 0 T?^ $ H T ^ / ^SH^J^r 
^-rSgP^^:7'^ K^^>fi-r^JrL^^5B AN - 0 5 2a*fc{iBAN- 
5 0 a -e:^^^;^^^/ n--t- (5 5) ^fE<fe<^^* 

(5 7) ii^Ji^-^^-fbLfc^-T^ u4 }'l::M-t^1m:i^^X-(Jmmit 
$nfc)3-T5: Fl^*J-r^^#:C)— ;^;65B P- 9 0 a T^^^ttS 
^ vi — 'j-;V^W'Xh U . #.^;55B A - 27a. BS-85a. BC 
-05a; BAN-052a^fcftBAN-50a -C^^^tl^^/ 
n--^/V^^T$>Sm (5 5) 5SIB«cO^»&. 

(5 8) m#:-hl-^^^kbfc/3-T^ V\Z.1ic\'t^iji^ir^ i^Wmt 
i^tlfzp-T 5 KJC>C^|-r^^i:'f^O— ;^^5B P - 9 0 a 

^ •t-/vK#:-efc U s #.:3^;a5B AN - 0 5 2 a^fc{^BAN-5 
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^m-r:6-<y^vx-h6m (55) mBm.(ommm^xn 

(5 9) m#±(c:^mt:Lfci3-r ^ }^'J,cn-r ^^Pf^ XWMi\: 
^tifz^-T^ h^\z.Mir^tn:i$i(D-':^^^B p - 9 0 a -e^^^^ix?) 

^ n— U , m:^i)tBA - 27a. BS-85a *fc« 
BC-0 5 a n— ^;P$a:^l?$> U . /S-T^n^ K 
*fc«-t(Df|^^;iS@a^iJ#-^ : l~|E^iJ§-i-: 6 "C^ T ^ 7 miH 

r ^ /MiBM^s^^n bfcT 5: y miBM^^i-5-<:/^ KTfcsm (5 5) 

—^mm(D ib. BAN- 0 5 2. B A- 2 7 *5<t U^B S - 8 5 ft^^ 
4^12^2 2 Bd^bMH&A^^^S^Bff ( I FO) ^bT¥^5 
^l>g 7 B;0^b3i^mil^X|ISWl^^^X^SW^M (NI BH) 

^^^y'V V—^mSk IFO FERM-BP(NIBH) 
BAN-052 50386 4138 
B A- 27 50387 4139 

BS-85 50388 4140 

*fc. :^mmxnhMc^^^':fVV—^mm<D^h. BAN-50fi 

5^iM 8Bi)^ hmm^xmmm^m ( i f o) ^vx^ms 
^iM 2 7 B Tb^hm^mm^r.m^w^^'^T.^^mm^m (n i bh) 
\c^r<^^n^^x^fe^tix^^^o 
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y K — -^^ffllS I FO FERM-BP(NIBH) 
BAN- 50 50390 4163 

:^mm-vm^tifz^^4 ■:fV t^BSSc^?-^. BC-0 5*5 
j:t/B P - 9 Of^^^S^l 1^ 2 B^^bii^m^^XHStfl^^^X 

^^mm%m (nibh) i^uro^t^^^vm^^tix^^^^^o 

^^4^]} h^—^'m^ FERM-BP(NIBH) 
BC-05 4457 
BP-90 4458 
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K (17-28) 
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5: 


K (18-28) 



5 7 mmm^^-r^ ^-r^n^Y (i-38) . @h^ij#-^ : 2 xm. $ 
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tisr 5: y mia^y^^-rs /s-t^^^k (1-39) . iE^ij#-^ : 3 

X-m^tl^T ^ ymUm^^-t^ i3-T^n-<K (1-40) . gB^lJ# 

: 4x-m^ti^r ^ ymmm^^-r^ ^-r^^^ v (i-4i) . 
ia^ij#-t : 5 xm^ti^r^/mmm^^-tz /s-r^n^ k (i-4 

2) *fcfiia?lJ#-^ : 6 -e^^tt^T ^ /^lE^iJ^^-rS /3 -T ^ 
K (1-4 3) ti:}f^^m\^^hti^o 

^ri^T^ y miH^ijo0 2#g~4 2#S(Z)r ^ /MiB^ij^^-r^^T' 
^K, iH^ij#-^ : 5-e^§n2>r 5: yM@a^iJoS3#@~4 2#@co 

5: y m@H?!j*:rc{i||i#g~ 1 7#@(dt ^ y^SB^o^s^^p ufcr ^ y 

^Sa^iJ^^-fS^T'^K (^!j;l{^. yS-T^a-^ K (1 7-4 0) . jS- 
T^n^K (18-40) /^^) ^*S^V^ btu^o r|xbO^-T^ 

^ » M ^ p"n T o T % ct V ^ „ 
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n^K (1-28) T^$n5i3-r^n^ V (DN^m'7)U^-<y^ F) 

(i) gH^lJ#-^ : 8 j:t/@H^iJ#-^ : 9 ^ ttS T ^ 7 MIH^O ^^i" 
S^P^^T^^K (-rJ^cet)-^. (2 5 - 3 5) ^^iU^'jS-T 
^a^K (35-43) ) L?^^ V^^^, 

(ii) iB^iJ#-^ : ^ ymm^\]^^-r^U^^:^^ i-r 

^i:>ib. iS-T ^ n-Y K (2 5- 3 5) ) ^mm-T^mi^. X t)0* L 

)3-T5 K (2 5 - 3 5) ) ^Ma-r^^^. i3^lJ#-^ : 
K (3 5 - 4 3) ) ^mmVfl^^^Ui^. 

(iii) ia^iJ#-^ : 9TS$tl^T 5 y mia^iJ§rWi-§fl5^-<7'^ K ( 
i-Jtet^-^. j3-T ^ K (3 5 - 4 3) ) ^MSifS^^. J: 

b<fi@H^j#^: 8 -e^^tt^T ^ y Mia^iJ^Wi-^^:^-^:^^ K (i- 

j'c^:b-iQ. /3-r 5: K (2 5 - 3 5) ) ^^It L:^^ iH^lJ#^ : 

K (3 5 -4 3) ) ^WMir ^Ijii^fj: t'f)^^ V\\ 
_hfE (i) (Difii^O^X'h. @E?iJ#-^ : 1 "C^ $ ^ T 5: 7 MIB^'J^ 
^-rSiS-T^n^ K (1-38) . iE^iJ#-§- : 2T^$tL§T ^ 
iB^iJSr^-r^ /S -T ^ K (1-39) ^XU (^fcf*) ia?ij#-^ : 
3-X?^$:tu6r 5: yMSa?iJ?r^i-S /3 -T5 K (1-4 0) 



- 20 - 



wo 94/17197 



PCT/JP94/00089 



m^^-r^ ^ -r ^ K (1-3 8) . iE?lJ#-^ : 2X'm^tl^T^ 

ymmm^^-r^ iS -r ^ k (i - 3 9) . iH^y^^ : sx^m^ri 
^ ymmm^m-r^ iS-r^o-^K (i-40) > mm^-^ • s-e 
m-^^^T^ ymmm^^-t^ P -r^vi4 (1-42) ^mi^-rs 

*fc. ±tE (ii) (Difii^<D^-v^. iH^iJ#-^ : ^ ym 

mm^^i-^ P-T^u4 V (1-38) . : 
^ y msB^ij ^^1-^ p-r^u^v (1-39) . m^m^ ■ s-vm^ 
n^r^ymm^^i^^ir^P-r^^^ k (1-4 o) n^xi i^tzm 
iE?ij#-^ : 5 -vm^n^T ^ ymm^i^^-r^ ^-t^h^k (1-4 
2) ^m^m^-t^m,i^mjt.\.\^\ 

_hsS (iii) (DifiPf(D^-V^. T /l^^ —mB^(Dm^ 

T^ymSB^iJ^W-r^iS-r^n^ K (1-42) ) ^#{csii-r^^ 
/S -T^ K (1 -4 2) ^^fii-^^S. SH?lJ#-^ : 1 "t^^^nST 

5: y MiH^ij ^^i-^ (1-38) . m^m-^ • 2 ^ 

n^T ^ ymmm^^-r^ ^-r^^^ v ( 1 - 3 9) ^^ijmm^^ ■■ 
3-e^$tLSr ^ y^BB^ij^^-r^ /s -r 5: a-r K (1-4 o) 

±IS (i) <D^^(Df^^#i|i LTf^. B A- 2 7 a T^^^tbS^y 
^n— ^/^^#:^Sfc^J^ _hfB (ii) <50^#:<Dft^^!l i: UTfi. BS-8 
5 a tj . _hlE (lii) (Difii^CDf^ 
MMtl.Xl-i. BC-05a. BC-15a. BC-65a. BC-7 
5a, BC-55a (#}^. B C - 0 5 a b v^) Xm^^tl^^ 
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^ K (1-28) ) (*fc{i) @a^!j#^ : 1 o-e^^tisr ^ y 

miB^iJ^^i-^.tlJ^^T'^ K -r 5: K (1-16) ) ■kWM'f 
5^/ "^/V^^r^SffiV^P^tL, ;i:^at](CfiB AN- 5 0 a . BAN 

- 0 5 2 a. BAN-lla. BAN-30a. BAN-20a. BA 
N- 4 0 a ^ n— #{;iB AN 

- 0 5 2 a *fc«B AN- 50a T^M^^tlS^/ ^ n—^jV^^ifim 

SB^ij#-^ : 1 2T^^n?)r ^ yMia^ij^^-r^gp^-^:/^ K^miit- 

(0^b<{i. ^y^n~-^yv^^) ^^S^V^ b^L^, :L^ib 
ga^lj#-^ : l~iB?iJ#-^: 6 -e^^tb^T $ y ^SE^iJ 
;^^e>Ml#g~l 6#@cDT5: y^ia^iJ*fcf:iMl#B~ 1 7#a<DT 
^ y MiH^iJ;Os^$PbfcT ^ yMgH?iJ§r^i-^-<:/^ K^#(c:p:iti-?>jii 
#:^s0^u<. j^c^A^Tt^ia^ij*-^ : 3 -e^$:h.5r ^ y miB^iJ;?)^^^ 1 
#@~ 1 6#g(DT ^ y Mia^'j (S2^j#-^ : 1 1 COT 5 y ^la^ij) ^fc 
«m i#s~ 1 7#@or ^ y^iH^j;65^^nbfcT ^ yi^ia^ij (ia^ij# 

1 2or ^y^ia^ij) ^^■t^-<-:/f-Y^m\^uw.-t^^mm% 

LV^o BP-Ola. BP-02a. BP-03a -^t'lt. 

B p - 9 0 a -e^^^fi^^y ^ x2—'rjv^^t^}£i!)im\^hfi^. ^fi 
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h^/ ^ v2—'r;Vin.W-<D BP-03a *5J;t/B P - 9 0 a f^lH^iJ 

(1) ^m^omm: 

o 

-4 3) ti:}f^T ^ y ^^'^y — '^^tl ;-\^i^^^y^y'f'^—^f^l^(0:x. 

K (1-4 3) ^^-^(7)^^- K^:7'^^^-if j; yj7P7k^^iUT# 
T^-r^n^K (1-42) ^f^MUfc^^, ^■Pn'^'^C^-T^n^ 



- 23 - 



wo 94/17197 



PCT/JP94/00089 



F (1-41) *5 J; (^fcm |3 - T ^ n ^ K (1-43) i^m^ b 

v^mtm-(DmT^^t-r^^(D^^ /s-r^p-r k (i-4 3) 

K-^^O;^^^ bTtt> mK.itB. Merrifield ii^^'—r/V :t 
Tyy;<7^ (J. Am. Chem. Soc.) ,85. 

2149 (1963)] . M. Bodansz ky*5 J: D^M. A. Ondetti i^-Zf^Y v-^-fe 
^v^:^ (Peptide Synthesis) , Interscience Publishers, New York, 
1966^] . Schroder*5iD«Lubke W ^-f^Y (The Peptide) , Acad 
emic Press, New York, 1965^] . ;^Mft^ftfe C^7"5^ K-a-^t^Sfil i: 

mm. %m. 1985^] . ^m^m^^nmwM-^ i^{c^%mmm\. 

^^/^°^®cD>^b^IV, 205, 1 977^^3 /^^^s^v^b;^^ 5 o ^\7L\t. H+S^ 
^ n p p{5^/v;ttJi|, 4 f^/V7 3ic:^/^Tirc? ^ Y:^^)^mmf^ 
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^^BJ®BJIEB»{^*5V^T. r ^ y m#^l8&-^l?^^-rS#^. lUPAC- 
lUB Commision on Biochemical Nomenclature J: § Bg-f-fc 5 V^fi 

B o c : t -T'^/U;^-^ v';^7/1'jK— ^1^ 

Cl-Z : 2 13 n -^^^v^/V;e-3p>>;;57yV:;j^^-/^ 

Br-Z : 2 -•:f^^—^:^iy7]^:t^i^:tfJl^:^:^/l^ 

B z 1 : ^:/v?/V 

O c H e X '■ XI -^-^ 1/ ;V:s:.:;^J' )]y 

OB z 1 : ^:y-y)V:x.:^^n^ 

To s : p — byvni v;^/^*:;:^^^ 

HOB t : 1 -^^y' b y ry^— 

Me B z 1 : 4 - 7^ ^/I'^Vi//^ 

Bom : ^:y\y )\'ir^-y yf-)V 

DCC : N, N' - n-v:3f v-/P;5?7 7V;J^^v^-^ 5 K 

G 1 y : y v- 

A 1 a : T^^^- 
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-2, 4 - y^>r;^- i^coi^^ y^>T^- hib-^i^. '^ir-jv 
cor 5 y S(^v^f^:^-t°y v^7i'g$r#i--5^ttc3z;^7^/^^m (-^flx-tS. s 

( 2 ) ^ y y n -^ylxJ/t#:<75f^M 
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4^. -r^y^. yyh. -Y^. ^^'^f h V ^lift^h 

y{ :y<D:)sm C-^-^^^- (Nature) , 2 5 6 . 4 9 5 ( 1 9 7 

7V (PEG) ^ ^ /i^:^ts:if^mifbfi^tK 0*L.<{iPE 

G/.eif;el5ffiV^btLSo -i-Mill^BJlSi! UTftfd i! x.{^N S - 1 . P3U1. 
SP2/0. AP- If-Jit^t^hifhtl^i^. P 3U 1 Jfeif^s^^ 

^bV^it^^^. iiSl : 1~2 0 : im^-efcU> PEG (^?* L < 

PEGiooo~PEG6ooo) ^^10-8 o%mso^i^-e»$ 

ai^ 20~40°C. ^^L<f^ 30-37 "CTiiS 1 ~ 1 0 
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mmi)^-r^:^(Dm^. >mm^m^^hfi^) -^tc 

i&i^lfflJSS^J^ili (fil. R PM I 1 6 4 0) -efft)tb^o ^^^:/y K--r 

DEAE) iz^:5m.Bi^m. mm'bm. y/v6ii5£. ijimm^mmh^ 

M^-rs^^-f :/y K— J;t>\ iS -r 5 u-Y {^M^S-r5;5S^c^— 
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BAN-052a "e^^^tuS^/ ^ ^—-TJ^I^i^s B AN - 5 0 

(1-2 8) ) {^tz.\t.) iH^iJ#^ : 1 0-e^$tl5T^ /WM 

^iJ^^-t-Sf|5^-<:7'5=- K (i-^^t?-^. ^-r^nH- K (1-16) ) ^ 
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-ff- V\Z.mmmz.KJ^^-t ^ ^ t ^mWit-r^^W^m^B A - 2 7a. B S 

jS-r^n^ K (1-2 8) ) iQ^n (*fc:(*) iH^iJ#-§- : 1 O-T?^^ 
(1-16) ) ^^^^i-Sfe^:#:^^^B AN- 0 5 2 a *:^cfiB AN- 5 0 

±fEco^»^ (2) cD^'-e^b. 
)3-T ^ v^tL\t^(DmMm^n-r^^w-(D-:^^^B A- 2 ? a t 

:^^^tLS^y CJ^^^^^#:-^^$> U ^ 'te;^;65B AN- 0 5 2a 
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BAN - 5 0 a Tf^^^^tt^^/ ^ n — "^/^K^^^-e & U . )S-T 5: 

/S-T 5 K^fcfi^<Dp#f^(C>(if-r2,^^^©— ^^SB S - 8 5 a T 

^ n—i-zVifii^-Ch U . 'te:*-;6^^B AN - 0 5 2 a 
BAN- 5 0a n — -^7V^#:^^$j t) , ^-7-^0^ 

K;i5ia^lj#^ : 1^ iH^lJ## : 2. ga^lj#-^ : 3 * f^lS^iJIf ^ : 5 T 

^SB C- 0 5 a T'^^^tLS^y n--:h/V^^t?fo , j^:Jj^^BA-N 
- 0 5 2 a ^fcflB AN- 5 0a T^^^inz-S^y ^ — 

±m<D'^mm (s) o^i'-et;. 

^-r ^ n-r Kfc^f S^^cD— ;^^SB P - 9 0 a X^m^^tl^^ / ^ 
^—r/^UPfVh V . m:&^5B AN- 0 5 2 a B AN- 5 0 a 
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u — i-^]yin.i^'VhV. ftfc;^;55B A- 2 7 a . B S - 8 5 a * fcii B C - 
0 5a ^ ^-•:^7^fet^T*fe U . /S-T ^ K^fcti 

F (ab') 2> F a b'fc^V>{iF a bS^?fe^^?rffiV^T=^ J:V\ 



- 33 - 



wo 94/17197 



PCT/JP94/00089 



V'?^. -fe/vn-;^/^if(Z):f:^'t4#3^^, -ril x :^ y 1/ . y T 

S o 
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LT«. )S-T^n^K (1-40) ^:fe^J^ ^ LTf^M bfc^ / ^ n 
— ^/v^^^o 5 )S -T 5: D-Y K ( 1 - 2 8) i^^HJS^b^tev^^^ 

w^-r^^-:ff'7^ vi^^—^mmt^-r^n^ K (1-4 0) 
^^^w.'^m<Dmm^^m'^m\^m^x. iS-r^n^K (i-2 8)-t 

^^SJ^^b^^c^^^ofcd^. (1-4 0) i:^J^:Lfc (B/ 

Bo =0. 5 ?r-^x.S^J^^i^ : 2 0 0~2 5 0 nM. 40~50ng 
/well) o ^ b^-. m^zEi-^ ^-T^n^K (1-16) L 

— i-7V^^(D 0 #{;1B AN - 50a*fc{tBAN-05 2a tB.^ 

vmmm\^w\'^x'^:^^t7!)^mht^tfj:^fz. mmmm. o. 2pg/w 
ell) o -rj^^t>-^. :^mm(D'^'^v^y'^mmm:^mw]^mKmi.fz^ 

jl^1ni^<Dimmt\^X. i3-T5:n^K (1-4 0) (CSJJ£:U. P -T 
^a^K (1-28) ^J^^SfSUJ^cfV^^/ 

V^b;aS^^ ■^tub<Z)*rC#:«i^i>-f Ut; /3 -T 5 F (1-4 0) 
-27a 5^cCif;iS0fi5^(cffiV>bnSo 
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^-T^n^K (2 5 - 3 5) ^:^mmti.xifmi^fcirL^imm 

^ 5mm^iLi.fco ztihommt. Wj^'r^p-:^^^ h^^^-^^m 
fifbjS-r^o^K (1-4 0) ^m^^^m^m(Dmm:^mw\mm\^t=^ 

V^T. /S-T^n-TK (25-35) t^mi. (B/Bo = 0. 5^# 
xSiiiJ^li^ :20nM, Ing/well) , jS-T^n-^K (1-40) 
^ tKH^^Vfz (B/Bo = 0 . 5 : 8 0 0 nM. 1 6 

Ong/well) c ±3ZELfcB AN- 5 0 a ^fcf^B AN- 0 5 

Pg/weil) o -r^.?:^-^. K-f :y^^^m:fe^SiJ^5£{::*5 

y n--^/V^^2^i LT. (25-35) (C^fi-^^y 

^n^K (1-40) {^i^^fPtt-t?&^i^^g{i;^^v^o ^ J; 5 J^^Jtl^: 
UT. >9^!jx.f5\ B S - 8 5 a :^s^fp-^^^ffiV^^3t^5o 

^cg^J. BS-8 5 a iBAN-50a&SV^{lBAN-0 52 a 
m.^^t>'^fz-^> V-^ ly^m. &2)V^^iBA-27atBAN-50a 
fc5V^{lB AN- 0 5 2 a t ^m.^^t>'tfz'^ > 5^ ^^fefcfc^V^T. 
/3-T^a^K(l-28) t (D^m^J^L^m^m^ h^f-^t^-Dtz. 

Tfi. i3-r ^ K (3 5 -4 3) ^^^i^ i: LTf^M b/c^^^^s^ 
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-•^mmt^ -T^u4 V (3 5 -4 3) ^m^^^m^momm^mwi 

267^, 17082-1708 6-<-v^, 1 9 8 8^) i U T 

(1-4 0) tl-tK}t^^^yf^:^fj:t^^fZo ^tib(D^i^^B AN - 5 0 

^n^K (1-4 0) K<)\^^Xlt.±<mmVt^\^^^ ti)mt^tfJ:^fZo 
M4:5^^ff^^e) ^ -T ^ K (1-4 2) ^^^^fj:m^)j^^^Xh^ 

^n-YK (3-42) j3-T5:n^K (2-42) . ^ - T 

K (4-4 2) ^fiCfei-r^Nffi^^sjiE^^fe^^bfc^^S^^tfCi: 

r^n^K (1-16) ^^^m^ bTf^MLfc^^^^S0ii{c:^v^^>tt 

ML/co rix^cofeif$:<D i3 -r 5: n-Y K (1-4 0) i^Mi- ^RJt^i^^ 
mmir^^-<-:t^Z^r-'\immitP-T^'a^ V (1-16) €^ffiV^5 

m^m^iivm^tzt^^. 4mm<Difim^^-T^u^ y^^ (i-4 0) 

\^^m^i:Rm^^^L^XV'^fc (B/Bo =0. ■ 2 

5~70nM, 5~15ng/well) o ^hiZ, ^ b c^Ja^^ ^ K 

■dmi^hntco -rt^:t>-tb. ^^n— -^^i-^^BAN-O 5 2 a^^mo 
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3mM (BAN-lla. BAN-20a. BAN-30a) (DifCW- 1 

(1-16) ^/ ^ n-i-^vtfi^:tm^i'-<<mtzK 1 emmomi^^ 

f^MUfCo ^■?-:t^^>y-if^ltfb)3-r 5 K (1-16) ^^V^ 

-r^n-^K (1-4 0) ^::^07^^^J^;:tt^^LTv^fc^s^ -^(Z)/^;5>-e 

t;#{CB AN - 5 0 a ;^s^^e)Tit^S^<^i^ K-T 5/ ^ x. S 

^-r^n^K(i-i6) \z.^ir^^^^wumm^'r:^t^^ m\z.B 

AN-50 afe^it^^BAN-0 5 2 a ^^^fillCffi ^^tl^o 

SB^lJ#-^ : 1 2T^$tLS (18-28) L 

^ir:^^^4 V v--^^ dmmffmi-fc, fj::^^-^^^. bp-oi. bp 

-02. BP-03. BP-9 0 C0 4o(D-^N-Y7*y V—^-d^hM^^ti 
5^/ "^/V^^iB P - 0 1 a . BP-02a. BP-03a. B 
P - 9 0 a > B P - 0 3 a *5 it^^B P - 9 0 a ftSE^iJ#-^ : 

ll-e^^tu^iS-T^n^'K (17-28) ^ t^^l^l-^ ^ i: ;5S-e# 
So ^nh^ y t2—i-/Pi:fii^(Dts:t^-V^. #{;iB P - 9 0 a 

S o 

^Jx.{i\ ^-^^fe. -YA/T^ hv ^y^m. ^y^?^ ^y-^^^^^ct;fflv^s 
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^ o 

Ay T5/-fe-r] mm^. W>^A9^%m . Ate ^li r^^ 

-mmmmi {m2m im^m^. BSfpsr^^tr) . ^)\\^mhm 
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ods in ENZYMOLOGYJ Vol. 70 (Immunochemical Te chn i que s (Pa r t A)) . 
Vol. 73 (Immunochemical Techniques (Part B)) ^ |r1# Vol. 74 

(Immunochemical Te chn i ques (Pa r t 0) ^ IrI#Vo1. 84 (Immunochemi 
cal Techniques (Part D:SeIected Immunoassays)) , Vol. 92 (Im 

munochemical Techn i ques (Par t E:Monoclonal Antibodies and General 

Immunoassay Methods)) ^ Vol. 121 (Immunochemical Technique 

s(Part l:Hybridoma Technology and Monoclonal Antibodies)) (Jy._h^ 



m 1 Hlfi^ ^ K (1-4 0) ^:^^Vfc'r^:^(DWii^m^ 

/3 - G a 1 mmt^-r ^ n-r K (1-40) ^ffi VNTM-^fc^^^^ 
-To 

m2mi-i. ^-r5:n-YK (25-35) ^^6^ bfc-r X coJolM 
^^-Ga l^m^biS-T^ K (1-40) ^fflV^Tm-<fclSm^ 

msmit^ ^ K (1-16) ^^n\^f:L-^ :^<Dmw-m^ 
uK^m^it^-r V (1-16) ^m^^xm^fz-'^^^^-to 
mAm\t^ 0-r%u4Y (35-43) ^-^mi^f^-^ :=^(oijiW-m 

^UKVmMit^-T 5a-f F (35-43) ^ffl V^Tp-<fc^m^^ 
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•to 

^to (a) (l^-r5:n^K(l-40) bf' X ^ffi V^fc 

m-^. (b)tt^-T^n^K (25-35) ^^mv^-r ^ ^^m\^^ 
fcm^. (c) f^iS-T^n^K (1-16) Lfd-^ >^ ^ffi V^ 

fc»^. id) (ti3-r^n^K (35-43) ^:^^Lyt-^^ 

^eUlit. /3-T5: K (1-4 0) ^:^^mt LTf^Mbfc^y 
^ d-'^/l'^^B A- 2 7 a ©)3-T ^ K (1-40) (-#-) . 
/S-T^n-^K (1-28) (-A-) . jS-T^n-^K (1-16) 

(-0-) . (2 5 - 3 5) (-□-) . ^xv^p-r^ 

u4 K (3 5 -4 3) (-A-) (C^-rSH^S't^^iS-Ga lUm^tli 
-r^n^K (1-4 0) ^ffiV^S^'a'&-E I AT?i^'<fc^:^tr^-ro 

mem (b) {i/3-r5:n^K (25-35) ^r^^i^i lt 

f^^Lfc^y a— :^7^^^B S - 8 5 a (^SJ^^'l^^ )3 - G a 1 WMt 
^-T5;n^K (1-4 0) ^fflV^2>^^^-E I A-t?li-<fc^:i:^^ 

^7 111 (a ) (b) f^. ^tl^fl^-T 5:n^K(l-16) 

^^^mt l^Xj^mi^f^^y ^ ^—r^PtfLi^BAN- O 5 2 a fc^ J:t>^B 
AN-50a<Z))3-T5:nxfK(l-40) (-□-), iS-T5:n^K 
(1-28) (-A-) > feJ;t;^i3-T 5 ci^ K (1 - 1 6) (-0-) 
(3:^t-?)Hi^:^tt^HRP^f^>fl:/5-T5 K (1-16) ^fflV^§^ 

^m-E I A-ei^-<fcii^:^&^-rc 

^SSft. BAN- 0 5 2 a (-•-) . BAN-lla (-0-) . 
BAN-20a (-A-) , BAN-30a (-□-) *5J;0BAN- 
50 a (-■-) <5Di3-r5n^K (1-4 0) \c1i?ft ^KJt^^^UR 
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pmmit^-r ^h^f (i-ie) ^m^^^^m^m- e i A-vm^ti 

W-t LXB AN- 0 5 2 & (-•-) . BAN-lla (-▼-) . B 
AN-2 0a (-A-) i^tcitB AN - 3 0 a (-■-) ^ffiV^fc1^^^ 
K-r I ACD y3-r ^ K (1-4 0) (ommM^^-to 

miomi-^. mmmm,^w^tvxBA- 2 7 a-HRF^m\ 

ffl^^i bTB AN- 0 5 2 a (-•-) . BAN-lla (-▼-) . 
BAN-2 0a (-A-) ^/cfiBAN-3 0a (-■-) ^fflV^fcf- 
^ K-f y^-E I AcojS-r ^ K (1-40) (DUmM^^-to 
mi imit. mmWMIffiWt LTBAN-052 a-HRP ^ffiV\ 

bTB A- 2 7 a (-#-) ^/cfiB S - 8 5 a (-0-) 
^ffiV^fci^^' K-r I A<Di3-r ^ K (1-4 0) 

Bl 2111ft. mmWM^i$-t\.XBAN- 0 5 2 a-HRF (-0-) 
fc5)V^fiB A- 2 7 a -HRP (-□-) ^fflV^. HtH>ffifeL#: i LT B 
AN- 0 5 2 a ^ffiV^fc1^^ K-^T iy^-E I A(D ^-T 5 n K (1-4 
0) OM^fta^^-Tc 

^ISI^fi. ^m^f^K^i LTB S - 8 5 a -HR P ^^V^, 
mtn:i^tVXBAN- 0 5 2 a (-#, 0-) S V^ft B AN- 5 0 a 
(-A, A-) ^^V^fcf-:/ K-r ^y^-E I ACD /3-r ^ n-Y K (1-40) 
(-•, A-) fc§V^{t K (1-28) (-0. A-) (D 

mi4|lltt. ^^^li^^i: LTBA- 2 7 a -HRP^;^V^, 
ffljlt^i LTB AN- 0 5 2 a (-•, 0-) 5 ft B A N - 5 0 a 
(- A, A-) ^m\^^f'-^'^ K-r 5^^- E I ACO iS-T 5: n-Y K (1-4 
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0) (-•, A-) fc^ V^{i/S-r 5: K (1-28) (-0. A-) 

mi 5mn. mmm^ijii^t LT (a) BS-S Sa-HRP (b) 
BA-27a-HRP. fe§V^fi (c) B C - 0 5 a - H R P ^ffi V^, 
m^m^Tii^t bTBAN-50a ^>ffiV^fcf-V K-f ly^W:- E I AO. 
/S-T^n^K (1-38) (-0-) > ^-T^n^K (1-39) 
(-A-) . iS-r^n^K (1-40) (-■-) . )3-r5n^K 
(1-42) (-•-) . foSV^fi^ K (1-28) (-□ 

-) (Dmm^m^^-to 

mi emit. r/i^y^^4-^-mm^m'^mm^(D ^-r^ y^om 
m-HFLciz^:5mmm^^<D:^m^'\k^. mmmm^i^ti^x (a) 

BS-85a-HRP. (b) B A- 2 7 a - H R P ?rffi Sffiffl^ 
^i:LTBAN-50a Sr>^V^Si^^/ K-T I AKX-:>Xm^fc 

ffli^) j; y |fI5^MMU/c£7)^, os&tSHP LC}c<fc U^^ML 

fc^m%^-r (^m^^;R= 2 1 0 nm) o 

^fitbtJ) com 1 7<Da|^^-HP LCcD^tUW:5^0 (a) No. 35. (b) 
N o . 4 1 ^ J;U^ ( c ) No. 43 (^«»:^^;^-<i5^ h/V^^-To 

mi9mit. r/v^yy^4-r-mm^m^mp-r I'^mi^ mm 

LT. (a) BS-85a-HRP. (b) B A - 2 7 a - H R P J; 

(c) BC-0 5a-HRP?r.ffiV^, HtSffi^ffi: bTBAN-5 0 
a ^fflV^fc:i^^ K-r ?^^-E I A{^ J; o LfcJ^m^^-To 
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mmm 

(1) iS-r^n^K (1-40) (DMlk 
rtT|g<DBoc-Val-OCH2-PAMM(Ty7>l' K ^^-v-^^x AX|±M) 0. 
71 g (0. 5^V'e^u):^m\^^.^^'^h^^mm(T>^y-CV^^-(^ 

cor 5: /S{c:#2 5: y ^/K7)Boc-Gly, Boc-Val, Boc-Met, Boc-Leu, B 
oc-Ile, Boc-Ala, Boc-Lys (Cl-Z) , Boc-Asn, Boc-Asp (OcHex) , Boc-Glu 
(OcHex), Boc-Phe, Boc-Gln, Bo c-Hi s (Bom) , Boc-Ty r (Br-Z") , Boc-Ser 
(Bzl), Boc-Arg(Tos) ^^S-T^n-fK (1-40) (DT^ymMmm 
tK^HOBt/DCCT^gttfhLT^-a'L. #M jS - T ^ n ^ K (l-4 0)-0C 
H2-PAM^Jii 2 . 7 0 g tr#fCo C (D^m jS-T^n^K (1-40) -OC 

H2-PAMM0. 5 6 g^v-^^y^-^i^^^rM^^mtTi^mi om i -e 
o°c. 5 o^r^iMiSLfcm. ^^[:7k^^Mi±^^bas^^-7^/n 0 

5 0%-@^m7KT?5fe#-LfCo ^t^S. i5fe^l^^^^:>-l^. 2 ~ 3 m UcMi± 
M^b, 5 0%-@^m7kT^*Lfc:ir-7T7'^^;/^:^G- 2 5 cojfj^M. 

(2.ox85cni) i^Hv. mmmvmmvfzo ^wm^^m^^w^nmi^ 

(0. 1% h y :7/l':^n@^M'^^) 5 OmUzmmV. IH^^T^^^U 
fcLiChroprep R P - 1 8 ^ ^ (4.lXl0cm) {C#L. 2 0 %~ 7 0 
%'^-V(DT± h V ^^TkMW (0. 1 % b y :7yl';?^^i^M^^)OE 

mmmm^mmmvtco ^^K^^^^s^Lichroprep rp-is:^; 

(2. 6 X 6cm) 0%~ 5 0%^-rcOT-t b y /L-tK^^^ 
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(0. i%hvy;^:tv2mm^^) (DW^mmm^mmm. ^mm^-^ 

Gly 6.85(6), Ala 3.44(3), Val 5.68(6), Leu 2.00(2), He 1.39(2), 
Met 0.89(1), Phe 3.21(3), Ser 1.89(2), Asp 4.35(4), Glu 4.52(4) 

, Lys 2.05(2), His 2.86(3), Arg 1.10(1), Tyr 0.97(1) 

«»^tff{^ J; S (M+H)+ 4 3 2 8. 0 5 

HPLCmm^m 2 2. 8^ 

;^77 A : Wakosil- 5 C 1 8 HG (4. 6 X 1 0 0 mm) 
B^^(0. 1%- h V y/i^ytnmm^^T± VV 

ji : 1 . 0 ml 
(2) [Cys^n iS-T^n^K (1-16) (DMt^ 
rt3|g(^Boc-Cys(MeBzl)-OCH2-PAMltll(T7'^-< K :tiy J>^X 
^±M) 0. 7 5g (0. S^VejP) ^fflV^, V^}^miT-:f9 
K ^^-r;rv';^7"J.X|±M^7=V^430A)^'gffiL'^^bfCo mm±(Du 

iirfd^. ^cor 5: / 2 ^ y ^/K^Boc-Lys (Cl-Z), Boc-Gln, Boc- 

His(Bom), Boc-Val, Boc-Glu(OcHex) , Boc-Tyr (Br-Z) , Boc-Gly, Boc-S 
er(Bzl), Boc-Asp (OcHex) , Boc-Arg (Tos) , Boc-Phe CCys^''] ^ -T 

^n^K (1-16) (DT ^ jmm^mv Kmht/dcc-v^mti^xm^ 

i^m CCys^n /S -T ^n-YKd-ie) (MeBzl) -OCHg-P 

kmm 1 . 9 0 g ^mtco ^(o^m ccys^n -r ^ k ( i - 1 

6) (M e B z 1) -OCHs-PAMMili 0 . 6 8 g p -i^^ y^-7V*#T^ 
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zK^fbTK* 1 Om 1 -eO°C. 6 0^ra^Sbrcm> mtTKm^UB^^ 
baS^^-7"^H Om 1 -e2[l]^5E^f^UfCo ^tiSr 5 0%-i^M7K-eft 

mb. ^^tf^M^bs o%-@^M^-T?i$fc^Lfco urn. mi!^m^^t> 

-fr. 1 ~2m 1 ClJ^iiM^b. 5 0%-g^m7K-e^ij|L:^c-f7T7^'5^i5^ 
;^G-2 5 (2. OX 85cm) (7);^7 y A III^jS^TMIi bfCo 

Asp 2.17(2), Ser 0.96(1), Glu 3.04(3), Gly 1.00(1), Ala 1.00(1), 
Cys 0.82(1), Val 0.99(1), Tyr 0.94(1), Phe 1.09(1), Lys 1.05(1) 

, His 2.89(3), Arg 0.97(1) 

J: ^ (M+H)+ 2 0 5 6. 8 3 

HP L C^tU^FB^ 14.8 ^ 

;^7^.-t^ : Wakosil- 5 C 1 8 HG (4. 6 X 1 0 0 mm) 

mmm-Am(o. i%- hv y/v:^x:imm^mm) 
m m - 1. 0 ml 

(3) (25-35) ©Mat 

T|i|g(DBoc-Met-OCH2-PAM#J!|(T:r^-Y K ^^-^ ;^->';^x AX^tM) 0. 

66 g (0. 5 zve;}^) ^m^\ ^y^h'^}^m(ryy^ V 

^>;^7^AXttM^7'VW30A)^^fflL'a'^UfCo W±<DBocS^ 5 0% 

or 5 y St^^ 2 ^ y ^/l^OBoc-Leu, Boc-Gly, Boc-Ile, Boc-Ala, Bo 
c-Lys(Cl-Z), Boc-Asn, Boc-Ser (Bz 1) 5r ^3 - T ^ n ^ K (2 5 - 3 5) 
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(2 5 - 3 5)-0CH2-PAMlt|g 1 . 1 4 g ^(D^mp - T ^ 

K ( 2 5 - 3 5)-0CH2-PAM^Jil 0 . 6 1 g ^^-^ U ^ —/V^^rMyi^^ 
^b^K^l Om 1 TO°C. 6 O^^-r^l^Sbfc^. ^itykm^UB^^ l^B 

m^^-T/i-i om 1 •v2mm^i^fco rti^s o%-i^^7k-ettfflu. 

~ 3 m 1 til^^ff^^ U 0 . 1 % b y :7 7V;^n g^M;d< 5 0ml Lfc 
0. 1 % b y :7/V;^ng^^;dC-e3^iAbfcLiChroprep R P - 1 8 ::i7 
(2. 6 X 10cm) 0 %~ 5 0 %*T?(^Tir b c=i h y /i-tK^^S 

(0. 1% f y :7/^;rni^^-^%) (Dit^^m^^ia^ttiLfCo ^^M 

mU^^^L. mmmx^^m\^fz±y T'fiy^ :^LH- 2 0 (1.0x 96cm) 

Asp 0.97(1), Ser 0.95(1), Gly 2.94(3), Ala 1.00(1)> Met 0.89(1), 

He 1.59(2), Leu 1.00(1). Lys 0.97(1) 
S»3>tffi- J; ?) (M+H)+ 2 0 5 6. 8 3 
HP L C^tii^^ 18.9 ^ 

^ -is : Wakos i 1 - 5 C 1 8 HG (4. 6x100mm) 

mmm-Amio. i%- b y ■7/^:^-13 g^^^^i^) 

^m^^^Amt^hBrn^ummmm^MmM (50^) 
m - 1 . 0 ml 

(4) [Cys^^] jS-r^n^K (3 5 -4 3) cD^at 
Fmoc-Thr(tBu)-17 i^;|tJ5l (0. 4 6g = 0. 25 5y^7V. mm^t^ 
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^ ymm^i^^— h V ^yi^ (1. 0^y^7i-) ^^V^. 2 0%^°^VZ^ 
>-DMFmm^X^¥mocm(DB^W^s DCC-HOB t fefefCTjli^ 

C7^MJd^f5-<y^ Kii^jl:S-r5o ::oj:9{cLT. ^^T^^ti?) 

Fmoc-Cys (Trt)-Met-Val-Gly-Gly-Val-Val-I le-Ala-Thr (tBu)-17 V 

::o-<:7"^ K^jli(D 5 0 . 5 8g (0. 2 O ? y ^/v) Sr7K?^T'7 
0:7-/^0. 7 5g. :/^^^v?^;^-/i'0 . 2 5 m K ^:^T=y-/v 
0. 5ml . ^-f :tyyi^O . 5 m K h y 1 0 m 1 ^;(JOx.. 

s^r^m^bfco mm^^mi^s asi-7kj^ 

1 6 8 m g ( 8 9 %) 

J;^ (M+H)+= 9 4 9 . 5 (Sf^#:= 9 4 9 . 5)o 
(5) iS-r^n^K (1-38) nXTJ^-T yt (1-39) o 

l3-T5:n-fK (1-40) ^ ji^-^^->^y''^y-'^ Y -epi^^ 
^-r?)^ ilCi U iS-r^ K (1-38) *$J:U^/S-T^ K (1 
-3 9) ^f^^LfCo -tf^iy-h. /3-r5n^K (1-4 0) (Bac 
hem^fcM) 5 0 g i:;^7/v:«}?3f-ix^:7^5=-^^^if y (;^yai^^/v^ 

■a^iB) 0. 5/xg?r0. 5%mmT>^=^^J>.7k^mi^^mi^X60 
/xlib. 1 0"C-e 2 ^rsmj^^^itfCo Vydac C4 (The 

Sep/a/ra/t ions Grouptt]^) Sr^ V^ S 3^t@-H P L C j; U ^® L. U 
V (2 10nm) -C^tti ^ttfc 3 :^<:o^:^^ t°-i^ ^®4^|ff J: U IrI^ 
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;^7^A:Vydac C4 

(The Sep/a/ra/t ions Gioup^±M> 4. 6 X 250nim) 

mmm-Am (o. i% h y ■77i';tng^M-^;i- 5% T±h:=^ 

Big (0. 1% h y :7/P:^n@^M-^^ 8 0% Tir h 
^ b y /V) 

mm:i7m ■mmmB<Dmm^m^(D 5 limits 0 %\zmn. 

6 o^rH^d^itTS 0-5 0 %{;:ii:j^6^}:i±#$-i±-fco 

IS^ 3i : 0 . 5 ml/^ 
®»^^lf(-i^ (M+H) + = 4132. 9 : (1-38) 

(a^-flt 4 13 2. 6 ) 
4231. 6:/3-T5:nx('K(l-39) 

im^m 4 2 3 1. 8 ) 
4330. 9:/S-T5:n^K(l-40) 
(m^m 4 3 3 0. 9 ) o 

(1) iS-T^ K(l -4 0)^'^tf:fe^J^<Df^M 
-htS^lfe^iJl (1) -e#^tifcjS-T^ nxf K (1-4 0) i:4^5^n 

^^n:7^y:/ (BTG) i om^f^^f^Mb:fe^mi Lfco i-f^i^-h. ^ 

-T^n-TK (1-40) 0. 6mg^l5 %(Z)DMF ^-^tf 3 mM y 
^^M/MWM. PH6. 5. 1. 1ml \zmm^'^ti(D-h. 0. 5ml 
(D:^lz.mM^^tcBTG 2 . 5mg^;!jPx..^b(c«gO. 3%<Z);/ 

(2) p-r ^ti 4 (2 5 - 3 5) ^^t^^mm(Dj^m 
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±mmmm i (s) x-nhtitc ^-r ^ t^^K (25-35) ^bt 
G t (om^i^^ffmv^mmt vfco i-ts:t>-h. iS-r^n-Y k (2 5 

-35) 0. 5mgi:BTG2. 5mgt^s pH4. 5 L/c;4c 

(3) iS-r ^ K(l - 1 6)^-^ti>:fe^I^©'f^M 
±IBllii^!jl (2) T?#e>tlfc[Cys^n^-T^ K (1 - 1 6) i: 

BTGiO^^^^f^^L. :fe^i^iLfCo -TJ^ce^tp. BTG20mg 
0. IMy^^m^ffil^ (PH6. 9) 1. 4ml{C^^$-fr. N- 
(r - -^l^-r 5: K:/5^!) n dr->) K(GMB S) 2 . 2 m g 

(8 ju mo 1 ) ^^tj^DMFmmi 0 0^1 tu^i.. mux 4 O^R 

1^4 ^ KSC0^A$^^fcB TG 1 5mg i [Cys^^iS-T^ K (1 
-16) 3. 6mg i^fB-a-L. 4 °C-e 2 0 ^^SJ^;: $ ^fco ^fS^^. ^ 

(4) (3 5 -4 3) ^^t^1^^W.(Dffm 

±mmmm i (4) -T?#bHfc [cys^^] iS-r^n-YK (35-43) 

t^itmrji^zf^^ (BSA) ^om^^^itMb. :fe^Jli:UfCo "T 
fj:t>h. BSA21mg (0. 31iumol) ^0. IMU '^^W^W. 

(PH6. 8) 1. 4mU^^^$-ar. GMB S 3 . 5 m g (12. 5 
/Jtmo \ ) ^-^t^DUFrnmi 0 0 ju 1 ifl-^L. mUX S S^EJt^^ 

^ KSO^A^^tLfcB S A4 . 5 m g i: [Cys^^] /3-r 5 K (35 
-4 3) 2. 1 mg t^m^L-. A^C-V-mKJt^^'^fCo RJtn. 
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(5) ^-r5:c2^K (18-28) ^^ts:^mm(Di^m 

[Cys29]i3-T^ K (18-28) t B T G t (Om^^^i^Ml^. 
^mmt LfCo -t^J^i^-h. BTG21mg^0. IMy ^mmmW. (P 
H6. 9) 1. 5m\\Z.mM-^^. GMBS2. 4 m g (8. Aixmo 

1 ) ^-ttfDMF^I^l 0 0/^1 i^S-a^b. ^m-C4 O^SJ^^^i^rfCo 
SJS^. -fe:7Ty=^5^i5^;^G-2 5 ;57^ A-t?5>]ijLfc<D*>, -r u-f ^ KS 
O^A^tLfcB TG^ 7 m g iCCys^^] jS-T^n^K (18-28) 

(r=i-Kl±i^) 2. Omg^^^^L, A°CX^~mK}^>'-^^fCo 

6 ~ 8 m^(D BALE / cm-^ ^ :^\z.Ait^mMm 2 mm(o^^M. /S - 

r5:n^K (1-40) -BTG^^#:. jS-T^ln^K (25-35) 
-BTG^-a^^. /3-T5n^K (1-16) -BTG^-a^ft^^ iS-T^ 
n-<K (35-43) -B S Am-^^^^fc S -T ^ K (18- 

28) -BT G^^^^. ^ti^tims 0 g/^^^±y 

(1) /3-D-;^f^^i5' hv-^^-- if (i3-Ga 1) ^li'fb /3 -T ^ n ^ K 
(l-4 0)Of^3^ 

^-r5:n^K(l-40) TO^tig (16nmol)%40julCDD 
MSO(^^^$-a:. h y :^^/VT 5: V 1 6 0 nm o 1 ( 1 0 1 DM 
SO^?^) i N-;^i^ v'/L'- 3 - ( 2 - fc:° y ^ v^^l- v?^;^) 

t:°;t^- h (S P D P) 2 3nmol (7/^1 DMSO^I^) t^M^ 

tc^. mu-v9 o^Rm^'ttco Rmmo^m^ p - G a i imm^m 

m&i&m. ^-V y:^^-^>^^^ M±m) 1 . 7mg O. Snmol) 
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(D^mio. iMv^mmww. ph?. 5, 0. 4 5 m 1 tci 
(lkb-:7t/^-^v'T^±^) -e^®u. p-Ga i^l^{b^-T5:n 

4 V (1-4 0) %#fCo 

(2) M#I7lMfVN°-;e-:3rv'^'-if (HRP) j3 -T ^ n ^ K ( 1 
- 1 6)C0f^M 

_hfe^lS^^[Jl (2) -e#btLfc[Cysi^]i3-T ^ K (1-16) t 

HRP (^^^^pj^^ffi. -<-y r^-^N-r A^±M) t^mmi^s 
mm:^^m^m (eia) (^^it^^is^ l^co -r^^c^t)-^. HRPSmg 

(125nmol) ^0. 95mlc750. lMy>^^^«f|^. pH6. 
Sl^mM^'t. GMBS3. 6mg (1. 3 m o 1) tr-^tfDMF^ 
li^5 0 /i 1 i^-a^L-^ ^?a-e3 Oi^r^K!ts^^tc<Dib. -^Z^rfy^-^ 
G- 2 -5;!&^ A-e^WL/Co ^ J; 5 I- UTf^M Ufc. ^-f 5: KS<:o 
^A^tlfcHRP3. 3mg (78nmol) i: Hife^d 1 ( 2 ) -t?f^M 
$ fc [Cys 1 ^] ^-r ^ P-fKd-ie) 0. 56mg (270nmo 
1) t^^^-^L. 4°CT 1 0Si^;$ii:fCo > i^y/l^A c A44 

(LKB-:7T/^-^i/T%tj^) ;^^A-e5^®L. HR p^^mib/S-r ^ 

n-Y K (1-16) ^#fCo 

(3) Yi-KVUm\L^-r % a^K (35-43) (Df^M 
±IBIIJSfy 1 (4) -e#btLfc [Cys34] ^-r^n^K (35-43) 

iHRP^^^If E I KCDWM^h bfco i-J^c^^:?-^. HRP 1 2 m 
g (310nmol) ^1. 4mlCD0. IMy^^M^WIS. pH6. 
8{CS^$^. GMBS 1. 3mg (4. S/^mol) ^-^tfDMF^ 
?^1 0 0 /i 1 i^-a-b^ ^?M-e3 0 5}-FBmJ^?$^i:rcCDt>. -fe:7TX^/iJ' 
;^G- 2 5 ^ A-Tr^MUfCo C O j:' 5 bXf^M Lfc. -sri^-^ ^ 
(D^A^tlfcHR P 3 . 2mg (76nmol) i HJfe^lJ 1 (4) Tf^ 
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^$;Jlfc:[Cys2^] )3-T ^ K (3 5 -4 3) 2. Img (7. 2 /x m 
ol) i^m-a-L. 1 BSj^^^-frfdo h n^/VA c A 

4 4;^7^A-e5)'ML. HRP^itflii3-r^n^ K(3 5 -4 3) ^#:feo 

( 4 ) H R P mmit ^-T5:n^K (18-28) (Dj^M 
[Cys29]iS-T^ n-^ K (18-28) irHRP^^^Mb. EIA 
(DmW,^t LfCo HRP16mg (390nmol) ^1. 

4mlO0. IMy:/^^®!^ (PH6. 8) GMB S 1 . 

Img (3. 9Atmol) ^-^tfDMF^It 1 0 0 1 tU^l^MUX^ 
4 O^F^miS^iirfcCD*,, -fe:77'■7^^;.^^G-2 5 ;^ ^^T^M LfCo 
i 9t-bTf^^b/c-vl^^ 5: KS^^^A$i^fcHR P 6 . 0 m g 

(150nmol) i: [Cys - T 5: n ^ K ( 1 8 - 2 8 ) 2. 5 m 
g (1. 9/xmo\) t^?l^L. 4^0X^2 Bm^Jt^-^^fZo 
/Vh n<^VVA c A4 4:^7A-T?5^11iL. HRPWM^hP - r 5 K 

(18-28) ^#fCo 

(1) ^-T^n^K (1-4 0)^:fe^Lfc-r T^^j^co^jk^tff'^^^^ft 

r(o:^m^x vm^i^tco m-^^:^^ j^/ ^^^^V ^y^^^^^-^^ 

;i7iy-</W±^) ^ 1 0 0 g/m l-^tfO. 1 M^MMW. P 

H 9 . 9 6 ^o.yi'-v'-r ^ o ti \ -r o^^-i^b. 

4°C-r 2 4^PBm-gbfCo 1/- h ^ y ^^MW^ac^i^Tk (P 

BS. pH7. 4) T-?5fc?tbfc(Z)tj. $ C 

fcfe 2 5%:/n -/^cn-;^ (W^fL^tt^) ^"a-tf P B S ^ 3 0 0 /x 1 
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/]^iz^<y^T—AZO. 1%BSA. 0. IM NaCl, 1 mM M 
gCl2> 0. 05% CHAPS i:3-[(=i^ 5 F:^n tW) v?7^^7VT 
>^=^:tly'^^-<>:^/i't^:^m.'} ^XX^O . l %N a NS^-atpO . 02 

MV PH7. 0] 5 0 I ^ ^^^yr-Axm^vtz-^ 

^;=^^j3-r^n^K (25-35) ^Jfil^ff 1 0 0 1 ^Mk-A'CCI 
mm 4 (1 ) Tf^Mbfc j3 - G a 1 WMit^-T ^n^K(l-40) 

i^<^yyT-Ax^2 0 om^m 10 0/^1 ^in^m^-vi B^m^"^ 
-^^/L-e^^^^y :7aiyyv-i3-D-;^'7i^ hixK (4-MUG) 

V^Tlil^-r^fefe. 2 0/1 g/m\ (D 4 -MU G <D^< y T — A ifzfzl^ C 

HAP s^-^*7tev^) ^^^1 0 0 7 °c-v 3 mmKm^'tfco 

KfS^O. 2MNa2C03 1 0 0 fi 1 Mk.^ :l t X V W^^'^fcCD 

mmvfc4-?i'^/v^>-<v y^^i^^mytzfu—hv {y 

2I'J^^S;S4 6 0 nmTS'J^U/Co IS^^ 1 El] (C^-T, rfe^LfeS 

(2) (25-35) Srrfe^ L/c-r ;^ 0^jfiL?f "f-cD^ 

^-r^n4 K (2 5- 3 5) ^^^^f*^-^ ^^Jfe^^O^^iffi^ 

^ u^U— YiD^'^^^l^K^^yyT—A 5 0 1 , 5/ :7 t ^ A T^f^ 
Ufc:-^!>>^^i3-T ^n^K (25-35) JiiJfiLtf 5 0 K fc^J^U^-h 
iBUJt^M (1) "Cf^^LfciS -G a 1 Ml^fb jS -T ? K (1-4 
0) i^^^yr-A-QlOQi^^M) 5 0 fx \ ^Mx.4°CX 1 QWWIK 
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(3) iS-T^n-f K (1-16) ^^^mL-tc^ ^ (Dmskm^(r>i7ii^ 

%BSA. 0. 4M NaCK *5J:t^2mM EDTA^-^I^O. 0 
2My^MM»IS. PH7. 0] 5 0 K :7T-CT#f^L/c-v 
'>;^^i3-T ^n-^-K (1-16) JrLJk^ff 5 0 K *5 J; r/_hfs^iifij 
4 (2) Tf^MU/cHRPMIi^biS-T^ K (1 - 1 6) (^^^/:7 
T-CT2 0 0 Ofg%3iR) ^;!JPx.4°C-C1 6 ^F^SJS^^fCo ^t-. ^ 
^l/- P B S-ei51citUfcOt?. @^@±<D^m?§'t4trTMB-r^ ^ n 
^^a./l'^-^ — ;:^-^v'i5^^— if Sffv-J^xix (KIRKEGAARD&PERRY LAB, INC. 

:7^=Iiy^^^,^^Jilv^) 1 0 0 i^*nx.^?&-ei o^rasi^^^-frsr 
t\z.^ US'j^bfco s;!;:^ iMy ^-mi o o i ^;!jn;t#jh§-&fc£o-^. 

4 5 0 nmOg^llX^T'l^— f y — (MTP-32. = n -^^tM) -tfS'J 
^bfcc m^-^ C^3I1I3 {-^-To 7Eco-7!>;^^T{Ci3-T 
^n^K (1-16) \Zl^-t^ViW^m(D±.^tm^^Mz.o 
(4) (35-43) Lfc-r t> ;:^o^jfiL?t ff^O^ 

^^^^-^-^ niT'l^- Ti7;^^/3-T^ n^K (35-43) ^ 

jfiL?f. fc^J:t>^±IB^itf!l4 (3) T'f^MLfcHRP^Ii^fbjS-T^ 
K (3 5 - 4 3) ^Km-^^^:itK^^)^ ^ :^ijiiLm^<DUW^m% 
S'J^b/Co C^4|l]] t;i^-ro :fe^Lfc-rt>;^ 9|2EcD5•^3E{- 
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(5) iS-T5n^K (18-28) ^^^l^fc-^ ^ :^(DW:ikm^(D^ 
^uyu-h. •^^:^U^-r ?n^K (18-28)^ 

isim. ^i:xi±.m-MmmA (4) Tf^Mb/tHRP^^m'fb/? -r^ 

K (1 8-2 8) ^S^^^iir^r ^iiij; fj. ^ ^ :^^jkm^ (OifiW-m^ 

cumuli 6] ^ n 71-^/3 -r 5; K^fr©f^M 
Jti:5&tJlSv^i^:^^tt^^Ufc■vT>;?;^-^LT 2 0 0~3 0 0 /X g©:^^ 

ii^^ac^m^o. 2 5~o. 2>m\\zmm-^^f^^(D^mm^\z.mm 

• cn^/'t^v^ir/i-^y'W !>A (MEM) »fii*BJ5Si?5S 

n--^5^J3SP 3 -X63. A g 8 . Ul (P3U1) V^fc C;^7 1/ h 
M::°5^^;^ ^ -v-Y ^ n^^-f V?— T>' K -i^ 7 n v? — , 8U 1 

(1978)] o mmk^\-t. [^-r5^-v— s 256. 495(1975)] 

TfT?ieo/Co -r^^t^^. J»li^J5a*5J;t;^P 3 U llr^i^^^;}^Jk»^'^^ 
b;^c^v^MEMT3^^5fe^f JI^Bi^JiSir P 3 U l ||:oit^?r 5 : 1 ic;'^ 
8 0 OtU^Tl 5:9'r^]t'L^^^T/c^oT^BjlS?r^t«^^^ 

(PEG) 6 0 0 0 (=r-/7}s^-Y b^tS^) ^0. 3m 1 ^EjQx.. 
m 1 (^fiJ'a-TMEM^^;Dn -g-ft 15ml (DM E M ^;!JP ^fc^ 600 
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jk?f ^'^^-r2)G I T^xV i^u^mm) (GIT-10% FCS) 

'ff^y^ya. (!;>-:/n^±M) 1 '^7 ^i/i- 1 m 1 T o 1 2 0 ai/Kc^ 
5@Lfco ^BJ§S^3 7°c-e5%.^M:^^^'^^^^^-<-i5^-4'-eJt 

^LfCo 2 4^^^HAT (t J^<=ar1^^^^^ 1 X 1 0~^M. T ^ 7 7^-7^ 
y>'4XlO~'^M. ^^-i^^^l. 6X10-3M) ^^A/fcGIT-lO 
% FCS^giifc (HATi^ife) ^ 1 oi/^^ tl 1 m 1 -f o^^fjni"?) C i: 

6. 9 P=^(^ISM^ 1 m 1 ^T/cfeir. 1 m 1 OH A Tt^ife^^-f ^ 

T'^4e)e>tv. i##IS;6S^^bfci t (1^ 1 X 1 O^-fe/i'/'m 1 ). ±?t^ 

)S-T 5 n-r K (1-4 0) ^^fe^Lfc-r!>y^S5fecD^N^-:/y K— 
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itiS-T $ d'l' K (25-35) fcckiyf (1-40)^ y ^ u-i-Jlifif^<D^ft^Wm^ 









1) 








^A(l-40) 




/SA(25-35) 


No. 










1 


iSA(l-40) 


± 




BA-27 


2 




± 






3 


;SA(25-35) 






+ 


4 


// 


± 




+ 


5 


// 


± 




+ BS-85 


6 


// 


± 




+ 


7 


// 


± 




+ 



1)100 nM®fitll[iSACl-40). /SA(l-28). iSA(25-35)]*-«#« L/;:^ 
+ : . (B/BoXO.50 
± : 0.50^(B/Bo)<0.90 
- : 0.90^(B/Bo) 

Bo :^^:J!l^#^E^O!a:^*^CM^ Lfz iff-Gal:^ll{l: ^A(l-40)* 
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^-r5:n^ K (1-1 6) ^^^Lfc-^!>;^S5feco/N^:7'y K— ^ 

^-T^n-TK (35-43) Li^c-x' !> >^ y K- 

fflVNT#^>ti.fclt:^^ [^5lll(d)] {^^i^LfCo :itif3^^Je)tfl 8® 
18-28) ^:fe^bfc-^'i';^S5l5©^>^:/y K"--^^;^^^ y-^:/^^^ 
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5 JS 1) 



Mm-m ySA(l-40) ;8A(l-28) ySA(l-16) 
No. 



1 


+ 


+ 


+ 


BAN-052 


2 


+ 


+ 


+ 


BAN-11 


3 


+ 


+ 


+ 


BAN-30 


4 


± 


— 


+ 




5 


± 


± 


+ 




6 


+ 


+ 


+ 


BAN-20 


7 


— 


— 


+ 




8 


— 


— 


+ 




9 


+ 


— 


+ 


BAN-40 


10 


+ 


+ 


+ 




11 


+ 


+ 


+ 




12 


+ 


+ 


+ 


BAN-50 


13 


+ 


± 


+ 




15 


+ 


+ 


+ 




16 






+ 




17 


+ 


+ 


+ 




18 


+ 


+ 


+ 




19 


+ 


+ 


+ 




20 


± 




+ 




21 






+ 




22 


+ 


+ 


+ 




23 


± 


± 


+ 




24 






+ 





1)100 nMOin:ll[/SA(l-40). ;SA(l-28). 0 ha-lQW^^lyfzm 
+ : (B/BoXO.50 
± : 0.50^(B/Bo)<0.80 
- ' : 0.80^(B/Bo) 
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RJott 1) 



/N^yU K— ^A(35-43) Wm9t "7 'yT./^lf ^ ^7. mm 



No. 










1 


+ 


— 






2 




— 






3 


+ 




IgA, /c 


BC-25 


4 


+ 




IgGS, K 


BC-35 


5 


+ 


+ 


IgGL /c 


BC-05 


6 


+ 








7 


+ 


+ 


IgGl, K 


BC-15 


8 


+ 




IgGS. /c 


BC-65 


9 


+ 








10 


+ 








11 


+ 


+ 


IgGl, /c 


BC-75 


12 


+ 








13 


+ 




IgM, K 


BC-95 


14 


+ 








15 


+ 


+ 


IgGl, /c 


BC-55 


16 


+ 








17 


+ 








18 


+ 









1)500 ng/mlcD;SAC35-43)*'5t-^{ilOO it^g/mlOT;^^y^^'r ^-^B^MttJ^^ 

+ : (B/B0XO.6 
± : 0.6^(B/Bo)<0.8 
- : 0.8^(B/Bo) 
fzfth. B :in:i^#:S^Otn:^^{r^^L^HEm^^tiSA(35-43)S 
Bo : iiJl#^#:ffil^OSL{*Jw^^LfcHEm^'(l:/3A(35-43)S 
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iJt/S-T^ F (1 8-2 8) =ey u-i-ji^iifiOKm^ 



RfEte 1) 





ieA(17-28) 


y8A(18-28) 


iSA(l-28) 




No. 










1 


+ 


+ 






2 




+ 




BP-01 


3 




+ 




BP-02 


4 


+ 


+ 




BP-03 


5 


± 


+ 






6 


+ 


+ 




BP-90 


7 




+ 






8 




+ 






9 


± 


+ 







l)500ng/mlO)eA(17-28)> i8A(18-28)*'Sl^{±li£^ s<D 0Kl-2S:)ii<W^btit^ 
+ : (B/BoXO.6 
±: 0.6^(B/Bo)<0.8 
-: 0.8^(B/Bo) 
titiL^ B :iJtJl#^Ei^Oin:#:{C|g^L^HEP^^jh/SA(18-28)S 

Bo : ijimm^m(Difii^ ;zm^ b tzmm^^t 0 a(i8-28)» 
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'^^^(Dmf^Uf^'k^ ^Ji^'^ U 5 X 1 o^fidJ^?^ J; 5 {c;!jnx.:^Co 
^-l^-if'^. ^^^7*y K--^^s fc^d^Ci6 5:^^/^;?i--l'7V0 . 5 m 1 ^ 
MiSl^S#^;n.fc"^!i7y^ (BALBXC) {CI ~3 X 1 O^-fe/V/EC^ 
^l^F^^^L/cCD*., 6~2 0 B^t^l^^^i-^^JKTk^^iStbfCo 

ffiMbfdc, fiptj^ m.i^^ --2 Oral ^m^(o'i^^m.mm o. sm 

NaCl. 0. 0 5 %N a Ns^-atf 1 . 5M^V^y>. pH9. 0) 

n^^ ^/-A-T:^^n-;^ (Repligentt^) ;^^A{C#tt; 

(0. 0 5%N a Na^-^tf 0. 1 pH 
3. 0) T^fflLfCo ^ffl?Sf^PB S(C*fbT4°C. 2 0 ^l^g^/f LfcCO 

0. 2 2 /zmO:7^yl'^-(^ y :<}fTtt^)tCj; U^«Mi§U4'Cfc 
^V^fi- 8 0°C-eift#LfCo ^/ • ^-f^ =7:^ 

A-y^i^ h-^Ay y-^i^ br^yir^ (ELISA) jfeSr^To^Co -f" 
^ce:b*5. ^#:2 M g/ml^-^tf 0 . 1 M^M^^I^. pH9. 6^|^tr9 
6 ^a^^v-r-^ ^ n^u— 0 0 PL 4°C-e2 A^f^m 

Sryn y ^ :^ — :^'T^jls-^\^fi(D^^ V ^ ^ ^ >^ h (Mou 

se-TypeiTM Sub-I sot yp ing Kit ^^-f;^^^/ KItM) ^ffiV^^EL I S 

(1 ) ^-^^-E I A (^(Dl) 
^-T^n^K (1-40) fe?)V^{ii3 -T ^ K (2 5 - 3 5) 
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(1) ^tci-xmmmB (2) is«cco^5fe{;ij; m^m-E i 
mi^mm (It) 3-1 5 n g/m D^'^mi^fco m^. ±mmmm5m 

fc§v^«)3 -T 5: K§P5>^7°i^-r F\ -TT^et?-^ i3-r^n^K (1 

-4 0) (i^AT. :^^^i!J^&ffiC0i3-T 5n^K (1-40) ^Bachem 
^±^VmALfz^(D^^m) . /S -T 5 K ( 1 - 2 8) (Peninsul 
z^^VMA) *5J:t^j3-T5:n-YK(25-3 5) <7)^^ 5^ :7 t - A^^g 

5 0 // 1 . x^±mmmm 4(1) lEig iS - g a 1 mmit /s - r ^ n 

K (1-4 0) (^^5/7t-AT1 0 om^m tr5 0/i l;!jn;t. 4 
'C-e 1 e^rHmiJ&^iirfCo P B S-ei5feitUfc(Z)lb@^B±cog^^ 

fS-tt^isBUm^iJS (2) IE4lco::^&(iJ; U^liJSUfCo 1 ^] 

(cl^-fo V>-f tbCD^#:t^ p -G a I WMit P -T 5: K (1-40) 
*yt)3-r5n^K (1-40) iC^j-bT^fe^S^cKtt^^LT 

AS^ll^LT. jS-r^n-TK (1-40) ^ VNfi /3 - T 5: n K 
(2 5 - 3 5) iCM-t^^ y ^ ^—r^l^^i^t i.X. ^tl^flB A-2 
7a (IgG2a, /t)fc^V^^iBS-85a (IgGl, ^c)^fflV^ 
/c^-^c^^-^fe-E I A©^m^ C^eHl] (;i^U:r:io BA-2 7ac^ 
/3-T^n^K(l-40) ©^^ftm*^^. (B/B, ) = 0 . 5 ^ 
#x.^i3-r 5 K (1-4 0) 2 O O nM. 4 On g /we 1 

l-efe5 :i i:^s^;?)^oybo *fc. r cD^f2^fti3 -T 5 o-Y K (1-16) 
, ^-T^n^K (1-28) iQ^V^P - T Y (25-35) (;i 
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^-<-^i^ h^izRm'r^t<DCO, yS-T^p-^K (25-35) (D^^m 

^M^m^'r^^(D-v^i,tfj:\^^^tt)^6^t>^ti [Mem (a) ] „ b 

S-85a©^-r^n^K (25-35) 

( (B/Bo ) =0. 5 : 20nM. Ing/well) 

fi. i3-r ^ cr^ K (1-40) \cM-r^!^mi^ ( (B/Bo ) = 0 . 
5 tr#x.^^miiS :800nM. 160n g/wel 1) (D 4 Ofg-t?fe5 
ri;65^^-o/t emeu (b) ] o 

(2) m^m-E I A (^<7)2) 

^jS-T$n-YK (1-16) ^ ti—f-;]y^i^(DR}t^lWM^^m 

■mm5 (3) fB«co:3^ife{c i uii-^, m-a^^-E I A{;l^v^§^^?i^ 

0~50ng/'ml) ^^^l^fCo ^f-. !> ^ A / n y 

H\ -r7:^:b*j/S-r ^ K(l-40). ;3-T^n^K(l-2 
8) . [Cys^njS-r ^ K (1-16) CO^^ 5/ :7 r - C^?^ 5 0 /z 1. 
fcJ:0±fB^tfe#-!j4 (2) mmURPmmtP-T^ F (l - l 6) 
.yyy. ^Qx- 2 0 0 0 ^#11^) ^ 5 0 1 ;!jPx.. 4 ^C^e 1 6 ^^Ri^^ 
^"tti, KJ^^#. P B S-ei5fc^^LfccO-^@tS-b<Z)^^?&'t4^_h|BlltiM 
5 (3) fEiccD;^&}cj; uaiJ^L^Co CB2^] {c^-To ^^031 

(1-4 0) t^itm&}^<Rlt^l^. $ e>(c:-^©^if:^c{c51$RLfc^ 
/ ^ n _^yv^>^ 1 6 S^CD 5 1 0 /S -r ^ n ^ K ( 1 - 4 0 ) 



- 65 - 



wo 94/17197 



PCT/JP94/00089 



/S-T^nxfK (1-40) ^^*^•u■r*%;]^v^HJ^^#^^ufc^y n 
— i-ZP^i^. BAN- 0 5 2 a (IgGl, k ) *J J: tJ« B A N - 5 0 a 

( I g G 1 , k) (DM^^-E I A(D^^^^ imvm) tC^-To Zthb 
<Dmm^ jS-r^n-^K (1-40) . ^-T^u4 V (1-28) . /3 
-r ^ K (1-16) tc*f LTI^imSco^J^:tt^#-tS ^ 

-T5:n^K (1-4 0) }::*f LTi^V^R/^^ti^^ bfc^ / ^ o --^/V 
^l^3^m. BAN-lla (IgGl, k) . BAN-20a (Ig 
Gl, k) *5 j;t;5B an- 3 0 a (IgGl, /c ) ^ffiV^^c:M-^^fe- E 
I A{Cfc^{t^ i8 -T ^ n-r K (1-40) <D^2pffij^^^ bfco rtl^) 
(0^i$i(D (B/Bo ) =0. 5 iS-T ^ K (1-40) m 

ma 2 5~7 0 nM (5~1 5 n g/well)<^f£ffl(^(CfeU, inli^m 
X-3B^M(OmV-^^m^hfl^j:-^^otCo ^(Ot£t^X\ BAN-50a 

^m\^^m^m-E i At^^^jmrnm-^h u ^ i^o . e n g/weii c 

(B/Bo ) =0. 9] (^/3-T5:n^K (1-40) ^^^ttj pTfg-efe 
(3) ^-g-^fe-E I A (^(D3) 

T/^:y/^-f logjzu. mh(D:)jm i^^^m.) \^^^ 

oTi3-r ^ o-Y K®5> (Htmttm^^) 0. lg^#fCo ^(C. ±|S^ 
Ji^!i7 (2) IBifecD;^5£(Ct?^oT. Jii-r t> A y cr y i^^^^-^ 

-r7'^t>-^i3-T ^ K (1-4 0) . [Cys^^] jS-T 5 K (3 5 
-4 3) . fe^V^fl^fBT/V^y^N-f^-^/^B^IKSJlS/S-T ^ n-^' KH 
*5J:r/±iS^ii^j4 (3) iSicHR P^li{l:i3-T ^ n-f K (3 5 

-4 3) {^^v^T-c-vs om^m ^Rjts^-^fzo '^Mz^ imsm) 
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^^V^^^fffiS^^Ufc^y n--^/P^^B C - 0 5 a ( I g G 

1, k) ^m^v. &kTomm^m\^-^fco 

(4) M^^SfeE I A (^(D4) 

^j3-T^n^K (18-28) ^ J ^ ^ —r;l^Bi^(DRms^m^^ 

±mmmm7 (2) tm<^:^m^xvm^rc. -rfjit^h. ^i^ii^m^^ 

iLTi3-T^n^K(l-40). [Cys^^] ^ -r ^ u { 1 7 - 
2 8) {T=^-V^±m) . [Cys29]^-r 5 n^K (18-28) fc^J: 

u;;3 -7-^ K (1-2 8) ^>lv^, mmmm t i.x±mmmm4 

(4) lE^HR P^fi^li^ - T ^ n-r K ( 1 8 - 2 8) (^<^yyT-C 
/S-r^ci^K (18-28) ^i^V^M^£;tt^^LTfe^^J . 

5mm(D^m-iP - T k (17-28) ^ t>it^stJ3^<H^& 

bfcc ^^-rti(Dll7ii^ij p -r V (1-28) fcJ:t)^i3 -r ^ 

K (1-4 0) ti-iKJt^l.^£7!}^-^fCo 
^tih(D^-fb. /3-r5n^K (17-28) fc^ J: tJ? iS - T $ n K 

(18-28) (D^mtM\^^^}t>i^^^-r:s>^/ ^ ^—rji^w.^B p- 

90 a (IgGl, tc) ^^#(D||^T^{CfflV^§ r t i: LfCc 
C^ii^^!j8] H R P ^fi^fbirC ^ -T ^ / n --^/V^^Of^^ 

( 1 ) B S - 8 5 a -HR P 

B S-8 5 a;^M®^4. 2mg (28nmol) €r^tf 0 . IMy 
^^mmW.. PH6. 8^IS(;iGMB S 4 2 0 nm o 1 ^-^tfDMF 5 

0 yu 1 ^;!jpx.. ^^-C4 O^MJ^S^-^fco S;^:?^^-fe:7T7'~5^i^;^G- 
2 5;^7yA (^gi^^. 0. IMV lymmmm. PHG. 7) T^^L. 
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■V I/-r ? KK<:D^A^tL:^c^^®^ 3 m g ^#fCo HRP12 
mg (SOOnmol) Sr^tf 0 . 0 2 M U '^mWmM ( 0 . 1 5 M 
N a C 1 tj^ts) . pH6. 8. 1. 4ml(::SPDP4. 5/imol 
^^tpDMF 5 0 /z 1 ^;?J0X.. mE.-V4 05>Hf£^^*fCo ^(-^ 6 8 m 
mo 1 W-r h— ^V^^tfO . 2 Mg^®?M®^^ ( P H 4 . 5) 

0. 5ml^*n;t. ^?aT2 0^KJ^;^$i±-fc:#ir:7TX5/i5';^G- 2 5 
(^ilM^ 2mM EDTA^-atfO. IMy^^^^®;^. pH 

6) T^mi^. s umomx^ tifcHRP 8mg ^mtzo ^{-. sum 

(DmA^ntcURF 8mg t-^U4 ^ KSO#A $ ttfc^^B^ 3 m g 

My^^MM^»^S^ PH6. 5^.ffiV^;5'>/l^^ayy^Ac A3 4;!&^i^^C 

BS-8 5 a -HRPm-a^M^^^^tMbfCo 
(2) B A- 2 7a -HR P 
mm(D:^m\C^ y , B a - 2 7 a *tMM^'-4 . 7mgiHRP14m 

g^m\^^XB A- 2 7 a -URPm^i^^i¥m\^±o 
(3 ) BAN- 0 5 2 a -HR P 

mmo:^m{Z.^ U . BAN- 0 5 2 a mUm^ 5 m g irHRP 14m 
g ^fflV^TB AN - 0 5 2 a - H R P^-^fti^f^M UfCo 
(4 ) B C - 0 5 a -HR P 

mm<0:^m K^V s BC-05a mmm^ 5mgi:HRP14mgi! 
^fflV^TB C - 0 5 a - HRPm^i^^i'fmi^fCo 

im-mm9: k-y ^^^^-e i a (d 

(1) B S - 8 5 a -HRP^fflV^51^^- K-Y 5^^fe-E I A 
-htSHMFyeiSicOi^MLfc^y i^n— ^/P^^jsBAN-O 5 2 a. 
BAN-lla. BAN-20a, BAN-30a. BS-85a^ fc 
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{^B A- 2 7 a ^ 1 0 ^ g/m 1 -a-tfO . IMmMMWW. pH9. 6 
^^^^9 6 ^ ^ ^-^U— 0 0 II 1 -fo^i^L. 4°C-V2 

— ;^ . 0. 2%BSA, 0. 4MNaCK 0. 05% CHAPS. 
0. 0 5% N a Ng^r-atfO. 0 2My:/^M«^^. pH7] xm^L 
fci3-r 5 nxf K (1 - 4 0) mmmi OO ^ l ^mx.. 4°C-V2 4^ 

r^mj^^^iirfco PB s-e^5fe^Lfc(Z)-^, ±mmmm 8 (1) x-ffmvtz 

BS-85a-HRP (^^ 5/ :7 t - C 1? 1 5 0 0 >ft#f^) 10 0/^1^ 

5 (3) mm(^:^m\^xv TMB^m\^^xm^±(Dmm^^^m'^i^± 

B S - 8 5 a (DM-^'^E I A^;ifeMt-5 )S - T^n^K (1-40) 

5n-rK (1-16) ^^^mmt-r^^ y ^ ^-:^/y^^^g;tB{^ffiv^ 
mmi^p-r^ K (1-4 0) ^mm-r^ ^ t7!)^t>t^<=fzo 

BAN-052a (DM^^ mv^fz t % . ftfecO 3 ®M<D^<^@;|^ it^^ U 
Tl 0~3 O^ifi^S-e&f > 3 p g/weli(D/S-T^ K (1-4 

0) ^mtni-^:itt^-^mxh<:>fzo 

(2) BA- 2 7 a -HRP^fflV^5i^^^ K-Y ^'^^S-E I A 

BAN- 0 5 2 a. BAN-lla. BAN-20a. BA 
N-30a. BS-85a*rcfiBA-27a ^m&l^fc-^^i^^-^U 
-h(C/3-T^a-rK (1-40) Ummi O O l ^jjnx.> 4°CT^2 

4NFFHis^£:$'^fco p B sTi5fc^bfcC)-ib. ±mmmms (2) Tf^M 
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bfcB A- 2 7 a -HR P (y< t — C^V 2 5 0 0 1 0 0 

lOH] iC^-tc B S - 8 5 a (Om^tm^s B A- 2 7 a ^jj^-^^E 
I AtC^>H^T{i/3 -r 5 n-Y K (1-4 0) IZM l^M^^RJt^^^ ^ f£ 
i^otCo UA^L. ±12(7) i 9 /^f-^- ?/5^^-E I AcD^fi^^^i L 
Xm^^^^m-^iCl-t. BS-85aJ;Ut>^ e>l^i^i^S{C/3 - r ^ K 
(1-40) ^^ffl-rS r i;65:b;i)^ofCo BAN-0 52 a (Dm 

0. 6 p g/wellO/S-r ^ K (1-4 0) ^^^ffif 5 :i 

(3) BAN-05 2a-HRP ^ffiV^^1^>' y^^- E I A 
BS-8 5 at.fcitB A - 2 7 a ^H^bfc-^-f uy^u— Y \c p - 
r^n^K (1-40) =^W1 0 0 )u 1 ^;i;p;t, 4°C-e2 4^^^)^? 
^iirfCo P B ST?5fe?fHbfcO-^. ±|B^M^[I 8 (3) Tf^MbfcBAN 
-052a- HRP U< :7 7 — CX^ 2 5 0 0 1 0 0 1 

X.. 4°CT 2 4^F^H^S$ii:fCo P B S T*?5fe^t bfc (7) . m^±(Omm 

m^^TMBizx vwi^i^fc (mmKm2 o^) „ ^^sr cmi i 
{c^-To ^(dxdk. mmms (2) ^{^ji^©^, -r^fe^t?. bs- 

85a^fcflBA-27a (DCi^iji^^m^ t l^. BAN-052aC^ 
NiQ^i^^WMi^t-r^-^> 5/^-E I A^c:^5V^T^;. ^fi^tim 
8 0 p g/well*5J:tJ«l 0 p g/well(Z))3-T 5: K (1-4 0) ^ 

^fc. BAN-0 52 a ^ i: -T 5 "f" K-Y I AiCfe^V^T. 

^li^fCt; B AN - 05 2a-HRP ^fflV^fc#^ {^^^yy r-CXl 
OOOm^W f-f*. B A- 2 7 a -HR P ^ffiV^fc#^ (^^-/:7t- 
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c-t?i 5 0 om^m titmi^x^ o o&^Ttf^^^ 

1-4 0) m^t/wt^^^l^f^\^:z.tt^m^^ti^ cm 12 11]] o 

mmmio:i ^> V4 ^y^m-E i a (2) 

(1-16) ^/ n— BAN 
- 0 5 2 a :dm^^^-'X-mm^(Of-> ^/^-E I A^#x./cr i:^^ 

I AlcXVm\^fcUP-r ^ K (1-16) ^ 

y ^ u—r;]^m.i^^mi^'r^< $ 1 eflt^o^^^^Mu^c c^2 

^] o ^C05^^, B AN- 5 0 a ^#2.:: i:^^^-I?t:^Co 1 3 HI] fc^ 
J:t^' 1 4 E] (CB AN- 5 0 a i: ^ f- K-T ^^f'-E 

I A(Du^^^i^fc, r iy±^:^mt±mmMm9 (s) id^^ofc^s^ 

^lif^i^Si LTBS-85a-HRPfil 00 OB^^ CB 1 3 IH] . 
BA-27a-HRP{11 50 0 f&#|f^ 1 4 HI] ^m^^fCo i^fz. 
:itlhWl^^(7y^m'\^^m^^fci^^ /S-T5:n^K (1-2 8) 

i-^^m-i^i^mmi^fc m^'x-mt^ i:xj^Am ^ -T ^ V2 4 d -4 o) 

tc>!^-r^SJ^:'t4^, ^fcOBcttJ^A^S/S-T^ K (1-2 8) iCM 

i-^SiSft^^i-] c 't(DUW^. V^-ftt(D^|^^^^fflV^T BAN- 
5 0 a HteS^fflV^fcl^'^^C«B AN - 0 5 2 a V^fcm'a' ^ itt^ 

LT 2~3fti^igS-T?fc f . BA - 2 7 a -HRPmMi^tm^^i^'^ 
fc^tO. 2 p g/wellO/S-T? K (1-40) ^^ffi^Itg-efc 
o/co *fc. V^-r;^^(^^|fJS^t ^-T5 n-f K (1-2 8) ^^m^^-f. 
(1-4 0) i:^s^*^ofco 

c^sfe^y 1 1 ] -^^v-fy ^m- E I A ( 3 ) 

(1) BS-85a-HRP*:fe{iBA-2 7a-HRP^>^V^51^^^ 
K-f 5/ 5^&-E I A<^#M't4 
%m,m 1 0 tci^bfcJ; 5{-BAN-50a ^n^Ui^t X^xmw U 
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mi^t UT B S-8 5 a-HRP^fcf*BA-2 7 a-HR P^fflV\§ 

bfco T>;/ir-f :^&ft±|S^lfe'^i| 1 0 (C^e^ofc}^^^ ^fi#:|g-^ i LT B 
S-85a-HRPtt6 70 in^^. BA-27a-HRP«1000 
fg#f^^ffiV^, iS-r^n^K (1-38) . (1-3 
9) > ^-T^a^K (1-40) . iS-T^n^K (1-42) *$J; 
tJ?i3-T^n-rK (1-28) (^l^f-T^Hi^i^'I^^M-^fc ( 1 5 IH] 

(a) . (b) ) o ^r-e> (1-38) *5<i;t)«i3-T 
K (1-3 9) itmmmi (S) -ef^MLfc:^;©^ffiV^fCo MM 

mi (5) TiS-T^n^K (1-38) ^ XX^ ^ -T ^ a ^ (1- 

3 9) (^>^^&Ufc3^^HP LCCO^m®^'^'c^^tt^:ri.(^mS(i. 
M7 (2) 0;^^^C^^§V^, B AN 0 5 0 a ^ffiV^^M'a^^E I A(C J; U 
^^UfCo ^O^m. ^I^^i LTB S - 8 5 a -HR P ^m^^fcW]'^ 

( 15 [213 (a) ) . ;3-T?p^K (1-38) . 
n^K (1-39) . fc^iU^^iS-T^n-YK (1-40) ^l3:tJvt^m 
— comm (0 . 7 p g/well) T;^tiiL. /3-T^n-<K(l-42) 
^C•oV^Tf^±l20 3^<D /3 -T 5: K(^>Pt-r ^^gF t Jt^ LT 1/2 

(1-2 8) f*^<i^tmi-T^ mmmi 0 tmm<D'^M:^mco 

Mli^^i: LTB A- 2 7 a -HR P^ffiV^fc^l!|^^f± ( 1 5 El] 

(b) ) . )3-r^n^K (l-40) . )3-T^n^K (1-42) 
§r^tl-?nO. 2pg/welK 1 8 p g /wel 1 Oig^Tttm Lfc. 

(1-38) . ^-T^a^K (1-39) ^coV^Tf5 
■?rtl-=ett8 5 p g/welK 1 7 p g /we 1 1 co|^{±J;6S"eT|g-T?fe o fco 
^_hco|g:^;d^53, WMi^t LTBS-85a-HRP ^ffiv^fcgij^^ 
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ffiV^fc^^-<:7'5^ K-efeS j3 -T ^ K (2 5 - 3 5) (DMM^^tl 

— WMi^t bTBA- 2 7a - H R P ^ffl V^fc^|IJ^^ i3 - T 5 n 
K (1-40) (DC7^^SB(c:#^6t)^^x.btt. iS-T^n-^F (1- 
38) . i3-T^nxfK (1-39) i3j:t)^/S-T^n^K (1-42) 

(2) BC-05a-HRP%ffiV^Si?-^^K^ >;/9^^£-E I A<Z)#^'|4 

m^^i^t bTB AN- 5 0a ^^\^\ m^i^t i.x±mMMm8 

(4) X^i^mi^tz.BC - 0 5 a - HR P ^fflV^§1^:/ K-f y^m-E I 
AO#mtt*5 J:U^^S^m-^/Co ±IB^Sif!lll (1) tmmi^'Lxp 
-T^n^K (1-38) . (1-3 9) . jS-T^n 

(1-40) . jS-T^n^K (1-42) *5J:TJ^i3-T^n^K 

(1-2 8) izM-i-^Rm^^m^f^HiK mmi^m&t i.xit2 o o{§ 

%f^<D=feJO^ffiV^fcl ( [^1511] (c) ) o -?rc^^m> rcDBC-0 
5 a - HR P ^fflV^/ci^i^ K-f ^'^^fe- E I A(^. 0 . 7 p g/wel 
jS-r^nH'K(l-42) ^|^tU1-5 r t t^-^mtc^fciiK ^ - 

K (1-42) ^^(D4m<D ^3 -T 5; F\ -T^^e^P^ /3 - T ^ n 
-fK (1-38) . i3-r^n^K (1-39) . /S-T^n^F (1 
-40) ^^j;-a?i3-T5n^K (1-28) < ^ffi Lj^S d^o fCo b 
fcd^^oT. gtS^^^i bTB AN- 5 0 a ^fflV^, ^^^s^ibTBC- 
0 5 a - HR P ^fflV^S1^^ K-r I A{:i. /3 -T 5: K 

(1-4 2) ^^iJ6Ti«^^(C;i)^o;^feT51^6^lC^ffi-r5^i!^5Rrtg 

}^±(D^^^i)^h. m^nifi^tl^XBAN- 5 0 a WMi^tV 
TBA-2 7 a-HRP^fc«BC-0 5 a-HRP^^V^^ 2SMCD 
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mi&^^m.^^i^-^^^ t\z2:V . yS-T^a^K (1-40) t^^ZJ^ 
/3-r5n^K (1-42) <D^5rj^»^S-e^5 - i;ist>j0^ofco 

(1) BAN- 0 5 2 am'^itry^^^T^m^offm 

BAN-052a ^^mmi^m^itir :s> Z t Ic ^ V. T^-Y-x-rH 
^B^r^mMbfCo IP-^. BAN-052a 45mgi:TSKgel AF 

- bi/v-zv b 3^-?-/^ 6 5 OM (my-^s:^iiM) 5gi^o. 5 

MNaci-^^o. iM m^Tkmi- hv ^ M.Ti^mm^. 4°c-e-^s 

fcfe. 0. 5M NaCl-a-^0. IM hyx-^^ (pH8. 0) 4^. 
^UX- 1 ^rs^Sj^^^-^^Co #bttfcB AN- 0 5 2 a - h U-y/P h 3 
-/V2 5m UiPB S-e?5fei^m. ^^^y^T-E 4°CT{^#LfCo 

(2) BA- 2 7 a @^fbT:7^':=i7"^ g^O'f^M 

±fB (1) tmmi^'Lx. BA- 2 7 a^^mMi^m^it-r^^ ti^ 

^VTy^^T^m^^YfMVtLo 'r^J:i^-h. BA-27a 1 5 m g 
iTSKgel AF - M/^y/t- f 3^^°-/^6 5 OM 2 g t^Km^"^. 
10ml(7)BA-27a-b Uiy/l^ h 3^^ — /^tr#/Co 

±mMMmi2 (1) Tf^MLfcB AN- 0 5 2 a @^'f[:T-7.r ci^T^ 

C-e^Mb. f-:^ 5^f^-E I Afc J;oT5^WUfCo 

T/p^y^^-r -7— #fB^(7)P^MIS 1 . 5m 1 ^^^5/:7t-et 
2fg{c^^|)^=^, B AN- 0 5 2 a - M^-^/i- h 3^^-y^^je;>(7^ A (0. 

sxo.scin) xvmmv^^j^mmi^fzo mmmizi^. o. 2% hy:7/v 
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mmm. mmmi (5) mm(D:ijmc2:vvy d a c C4^^v^^m 

^-HP L C{^«toT^f|b. mmmi OIB^OBAN-S 0 a^-a-H 
1Bi!BS-85a-HRPfc5V^fiBA-27a-HRPi:SrfflV^51^ 
^K-Y 5,^_E I AX-mmm^^(D ^-r ^ K^^ALfCo 

CEll 6] til^-To ^BNo. 5 9fi. ^^iS-T5 K (1-4 0) 
c>^m^4e{-{a(^-ifi:Ufc:rcfe. [^160] (a) (b) -e*tc;^tti 
■^M^-^m^m-t^ -T Y (1-4 0) \z.^'t^^(DbnK.iDix 

m^\^n.mm.B.(D^ -T Y (i-40) t^^^-r^:Lbii^m^t^ 

tti:^fzi)^s $ b(c C^l 6 11] (a) Ji^e^B S - 8 5 a -HRPOJ^ 
-e^ffl "rtg''c^^^m^;^i^»'a'*ti.TVN§ r i: ;a5:bd^ofc (^MN o . 4 
7*5J;U^N o . 4 8). ^ntO^m^a^ft. j8-r5:n-r K (1-4 
0) ©^ffi^ifict U ^jTir h y /^^i^^5^V^fc^e). ^®No. 4 7 
fc^J:0No. 4 8 -Tf^ffl^tu^Of^ iS -T 5 K (1-4 0) iUfe 
J; U^TK-l^o^^S-Cfc^ i:%x.f5;ruSo ^Jg^d 1 lcD|^mJ;U^ ^fi 
LTB S - 8 5 a -HR P ^fflVNSii!j^^(i, j5-T^n^K (1 
-4 0) (;5C5^iiSd^P> 1 . 2^S^^Lfc5>d^5gJc:*f UTt^ i3 -T 5 ci 
^Y (1-4 0) i: Ini^co^^^^i-S C i^S^^tLfc. tJ§oT. 5>H 
No. 4 7*5J;tJ5No. 4 8 tcmf3tl^:feS^'t4{^. )3-T5:n^K 

(1-4 0) (ocm^ifi^KWx^f^^^nKn'r^hcDx^^^^mm 

±lS^5feF!l7 (3) l5*fe(DT/l-!y^N'<-v-);^a^|gS5^/3-T^ 
KH^ (^'Mttffl^) 1 1 mg Sr:¥mtC^^gL. TSK G3000P 
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A : T s K G3000 PW iMy—m^^^±m) 

si : 0 . 5 ml 

±mMmn 1 Ol2<fe<DB AN - 5 0 a^i^'^^m^tB S - 8 5 a - 
HR P ^ ^.^V^5f-^ 5^^- E I AX-mW,m6^^(D p-r 4 K 
^^»bfc^m> HP L C^m^r^l 1 4^j^t^tb 1 5 5^(^rB^^c:5Sv^:fe^^S 
mm^htitco rcD®:9-f-0. 0 5% CHAPS^»#^i 

mi^. mmmi (S) lB«c<^;^&(-J:y Vy d a c C4%ffiV^53^:rg- 
HP LClciJ; U^^flLfCo ^ffl'^m^ [13 17] {^^fo 

#f5ttfcN o . 3 5 *5J:T^N o . 4 1 - 4 5 (DM^^fl^^^^ 3 0 0 fi 

i'r-ommLrz(D-h. K»^*if (hxiio. B:^m'f-^±m) i^nvt^. 

No. 35. N o . 4 1 ^ J:I^N o . 4 3 (D®^cD^^fflS:i:% CEI 1 8 3 
{vl^-To No.35«)3-T5:n^K (l-40) No.4 1{i^-T 
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